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ISOLATED HUMAN RAS-LIKE PROTEINS, NUCLEIC ACID MOLECULES 
ENCODING THESE HUMAN RAS-LIKE PROTEINS, AND USES THEREOF 

FffiLD OF THE INVENTION 

The present invention is in the field of Ras-like proteins that are related to the Rab 
subfamily, recombinant DNA molecules and protein production. The present invention 
specifically provides novel Ras-like protein polypeptides and proteins and nucleic acid 
molecules encoding such peptide and protein molecules, all of which are useful in the 
development of human therapeutics and diagnostic compositions and methods. 

BACKGROUND OF THE INVENTION 

Ras-like proteins, particularly members of the Rab subfamilies, are a major target for 
drug action and development. Accordingly, it is valuable to the field of pharmaceutical 
development to identify and characterize previously unknown members of this subfamily of 
Ras-like proteins. The present invention advances the state of the art by providing a 
previously unidentified human Ras-like proteins that have homology to members of the Rab 
subfamilies. 

Ras protein 

Ras proteins are small regulatory GTP-binding proteins, or small G proteins, 
which belong to the Ras protein superfamily. They are monomeric GTPases, but their 
GTPase activity is very slow (less than one GTP molecule per minute). 

Ras proteins are key relays in the signal-transducing cascade induced by the 
binding of a ligand to specific receptors such as receptor tyrosine kinases (RTKs), since 
they trigger the MAP kinase cascade. The ligand can be a growth factor (epidermal 
growth factor (EGF), platelet-derived growth factor (PDGF), insulin, an interleukin (IL), 
granulocyte colony-stimulating factor (G-CSF), granulocyte/macrophage colony- 
stimulating factor (GM-CSF). 
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Ras proteins contain sequences highly conserved during evolution. Their tertiary 
structure includes ten loops connecting six strands of beta-sheet and five alpha helices. 

In mammalians, there are four Ras proteins, which are encoded by Ha-ras, N-ras, 
Ki-rasA and Ki-rasB genes. They are composed of about 170 residues and have a relative 
molecular mass of 21 kD. Ras proteins contain covalently attached modified lipids 
allowing these proteins to bind to the plasma membrane. Ha-Ras has a C-terminal 
farnesyl group, a C-terminal palmitoyl group and a N-terminal myristoyl group. In Ki- 
Ras(B), a C-terminal polylysine domain replaces the palmitoyl group. 

Ras proteins alternate between an inactive form bound to GDP and an active form 
bound to GTP. Their activation results from reactions induced by a guanine nucleotide- 
exchange factor (GEF). Their inactivation results from reactions catalyzed by a GTPase- 
activating protein (GAP). 

When a Ras protein is activated by a GEF such as a Sos protein, the N-terminal 
region of a serine/threonine kinase, called "Raf protein", can bind to Ras protein. The C- 
terminal region of the activated Raf thus formed binds to another protein, MEK, and 
phosphorylates it on both specific tyrosine and serine residues. Active MEK 
phosphorylates and activates, in turn, a MAP kinase (ERK1 or ERK2), which is also a 
serine/threonine kinase. This phosphorylation occurs on both specific tyrosine and 
threonine residues of MAP kinase. 

MAP kinase phosphorylates many different proteins, especially nuclear 
transcription factors (TFs) that regulate expression of many genes during cell 
proliferation and differentiation. 

Recent researches suggest that, in mammalians, phosphatidyl inositol 3 -kinase 
(PI3 -kinase) might be a target of Ras protein, instead of Raf protein. In certain mutations, 
the translation of ras genes may produce oncogenic Ras proteins. 

Ras-like protein 

Guanine nucleotide-binding proteins (GTP-binding proteins, or G proteins) 
participate in a wide range of regulatory functions including metabolism, growth, 
differentiation, signal transduction, cytoskeletal organization, and intracellular vesicle 
transport and secretion. These proteins control diverse sets of regulatory pathways in 
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response to hormones, growth factors, neuromodulators, or other signaling molecules. 
When these molecules bind to transmembrane receptors, signals are propagated to 
effector molecules by intracellular signal transducing proteins. Many of these signal- 
transducing proteins are members of the Ras superfamily. 

The Ras superfamily is a class of low molecular weight (LMW) GTP-binding 
proteins that consist of 21-30 kDa polypeptides. These proteins regulate cell growth, cell 
cycle control, protein secretion, and intracellular vesicle interaction. In particular, the 
LMW GTP-binding proteins activate cellular proteins by transducing mitogenic signals 
involved in various cell functions in response to extracellular signals from receptors 
(Tavitian, A. (1995) C. R. Seances Soc. Biol. Fil. 189:7-12). During this process, the 
hydrolysis of GTP acts as an energy source as well as an on-off switch for the GTPase 
activity of the LMW GTP-binding proteins. 

The Ras superfamily is comprised of five subfamilies: Ras, Rho, Ran, Rab, and 
ADP-ribosylation factor (ARF). Specifically, Ras genes are essential in the control of cell 
proliferation. Mutations in Ras genes have been associated with cancer. Rho proteins 
control signal transduction in the process of linking receptors of growth factors to actin 
polymerization that is necessary for cell division. Rab proteins control the translocation 
of vesicles to and from membranes for protein localization, protein processing, and 
secretion. Ran proteins are localized to the cell nucleus and play a key role in nuclear 
protein import, control of DNA synthesis, and cell-cycle progression. ARF and ARF-like 
proteins participate in a wide variety of cellular functions including vesicle trafficking, 
exocrine secretion, regulation of phospholipase activity, and endocytosis. 

Despite their sequence variations, all five subfamilies of the Ras superfamily 
share conserved structural features. Four conserved sequence regions (motifs I-IV) have 
been studied in the LMW GTP-binding proteins. Motif I is the most variable but has the 
conserved sequence, GXXXXGK. The lysine residue is essential in interacting with the 
.beta.- and .gamma. -phosphates of GTP. Motif H, HI, and TV contain highly conserved 
sequences of DTAGQ, NKXD, and EXSAX, respectively. Specifically, Motif H regulates 
the binding of gamma-phosphate of GTP; Motif HI regulates the binding of GTP; and 
Motif IV regulates the guanine base of GTP. Most of the membrane-bound LMW GTP- 
binding proteins generally require a carboxy terminal isoprenyl group for membrane 
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association and biological activity. The isoprenyl group is added posttranslationally 
through recognition of a terminal cysteine residue alone or a terminal cysteine-aliphatic 
amino acid-aliphatic amino acid-any amino acid (CAAX) motif. Additional membrane- 
binding energy is often provided by either internal palmitoylation or a carboxy terminal 
cluster of basic amino acids. The LMW GTP-binding proteins also have a variable 
effector region, located between motifs I and H, which is characterized as the interaction 
site for guanine nucleotide exchange factors (GEFs) or GTPase-activating proteins 
(GAPs). GEFs induce the release of GDP from the active form of the G protein, whereas 
GAPs interact with the inactive form by stimulating the GTPase activity of the G protein. 

The ARF subfamily has at least 15 distinct members encompassing both ARF and 
ARF-like proteins. ARF proteins identified to date exhibit high structural similarity and 
ADP-ribosylation enhancing activity. In contrast, several ARF-like proteins lack ADP- 
ribosylation enhancing activity and bind GTP differently. An example of ARF-like 
proteins is a rat protein, ARL184. ARL184 has been shown to have a molecular weight of 
22 kDa and four functional GTP-binding sites (Icard-Liepkalns, C. et al. (1997) Eur. J. 
Biochem. 246: 388-393). ARL1 84 is active in both the cytosol and the Golgi apparatus 
and is closely associated with acetylcholine release, suggesting that ARL184 is a 
potential regulatory protein associated with Ca.sup.2+ -dependent release of 
acetylcholine. 

A number of Rho GTP-binding proteins have been identified in plasma membrane 
and cytoplasm. These include RhoA, B and C, and D, rhoG, rac 1 and 2, G25K-A and B, 
and TC10 (Hall, A. et al. (1993) Philos. Trans. R. Soc. Lond. (Biol.) 340:267-271). All 
Rho proteins have a CAAX motif that binds a prenyl group and either a palmitoylation 
site or a basic amino acid-rich region, suggesting their role in membrane-associated 
functions. In particular, RhoD is a protein that functions in early endosome motility and 
distribution by inducing rearrangement of actin cytoskeleton and cell surface (Murphy, C. 
et al. (1996) Nature 384:427-432). During cell adhesion, the Rho proteins are essential 
for triggering focal complex assembly and integrin-dependent signal transduction 
(Hotchin, N. A. and Hall, A. (1995) J. Cell Biol. 131:1857-1865). 

The Ras subfamily proteins already indicated supra are essential in transducing 
signals from receptor tyrosine kinases (RTKs) to a series of serine/threonine kinases 
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which control cell growth and differentiation. Mutant Ras proteins, which bind but cannot 
hydrolyze GTP, are permanently activated and cause continuous cell proliferation or 
cancer. TC21, a Ras-like protein, is found to be highly expressed in a human 
teratocarcinoma cell line (Drivas, G. T. et al. (1990) Mol. Cell. Biol. 10: 1793-1798). Rin 
and Rit are characterized as membrane-binding, Ras-like proteins without the lipid- 
binding CAAX motif and carboxy terminal cysteine (Lee, C.-H. J. et al. (1996) J. 
Neurosci. 16: 6784-6794). Further, Rin is shown to localize in neurons and have calcium- 
dependant calmodulin-binding activity. 

Rab proteins 

The novel human protein, and encoding gene, provided by the present invention is 
related to the Rab subfamily of Ras proteins and shows a high degree of similarity to 
Rab 15. Furthermore, the protein of the present invention may be a novel alternative 
splice form of a protein provided in WO200058473; specifically, the protein of the 
present invention differs from the art-known protein of WO200058473 in exon 6 (see 
amino acid sequence alignment in Figure 2). 

Rab 15 may act, together with Rab3A, to regulate synaptic vesicle membrane flow 
within nerve terminals, thereby regulating neurotransmitter release. Rab 15 and Rab3A 
are low molecular weight GTP-binding proteins. Rab proteins are generally comprised of 
four conserved structural domains necessary for GTP binding, as well as additional 
domains for membrane localization and effector protein interactions. Rab 15 is expressed 
primarily in neural tissues such as the brain and is localized to synaptic vesicles (Elferink 
etal, J. Biol. Chem. 267 (9), 5768-5775 (1992)). 

Due to their importance in neural physiology, particularly in regulating 
neurotransmitter release, novel human Rab proteins/genes, such as provided by the 
present invention, are valuable as potential targets for the development of therapeutics to 
treat neurological disorders. Furthermore, SNPs in Rab genes, such as provided by the 
present invention, are valuable markers for the diagnosis, prognosis, prevention, and/or 
treatment of neurological disorders. 

Using the information provided by the present invention, reagents such as 
probes/primers for detecting the SNPs or the expression of the protein/gene provided 
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herein may be readily developed and, if desired, incorporated into kit formats such as 
nucleic acid arrays, primer extension reactions coupled with mass spec detection (for 
SNP detection), or TaqMan PCR assays. 

The discovery of new human Ras-like proteins and the polynucleotides that 
encode them satisfies a need in the art by providing new compositions that are useful in 
the diagnosis, prevention, and treatment of inflammation and disorders associated with 
cell proliferation and apoptosis. 

SUMMARY OF THE INVENTION 

The present invention is based in part on the identification of amino acid 
sequences of human Ras-like protein polypeptides and proteins that are related to the Rab 
Ras-like protein subfamily, as well as allelic variants and other mammalian orthologs 
thereof. These unique peptide sequences, and nucleic acid sequences that encode these 
peptides, can be used as models for the development of human therapeutic targets, aid in 
the identification of therapeutic proteins, and serve as targets for the development of 
human therapeutic agents that modulate Ras-like protein activity in cells and tissues that 
express the Ras-like protein. Experimental data as provided in Figure 1 indicates 
expression in the brain and in tumors. 

DESCRIPTION OF THE FIGURE SHEETS 

FIGURE 1 provides the nucleotide sequence of a cDNA molecule that encodes 
the Ras-like protein of the present invention. (SEQ ID NO:l) In addition, structure and 
functional information is provided, such as ATG start, stop and tissue distribution, where 
available, that allows one to readily determine specific uses of inventions based on this 
molecular sequence. Experimental data as provided in Figure 1 indicates expression in 
the brain and in tumors. 

FIGURE 2 provides the predicted amino acid sequence of the Ras-like protein of 
the present invention. (SEQ ID NO:2) In addition structure and functional information 
such as protein family, function, and modification sites is provided where available, 
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allowing one to readily determine specific uses of inventions based on this molecular 
sequence. 

FIGURE 3 provides genomic sequences that span the gene encoding the Ras-like 
protein of the present invention. (SEQ ID NO:3) In addition structure and functional 
information, such as intron/exon structure, promoter location, etc., is provided where 
available, allowing one to readily determine specific uses of inventions based on this 
molecular sequence. As illustrated in Figure 3, SNPs were identified at 20 different 
nucleotide positions. 

DETAILED DESCRIPTION OF THE INVENTION 

General Description 

The present invention is based on the sequencing of the human genome. During 
the sequencing and assembly of the human genome, analysis of the sequence information 
revealed previously unidentified fragments of the human genome that encode peptides 
that share structural and/or sequence homology to protein/peptide/domains identified and 
characterized within the art as being a Ras-like protein or part of a Ras-like protein and 
are related to the Rab subfamily. Utilizing these sequences, additional genomic 
sequences were assembled and transcript and/or cDNA sequences were isolated and 
characterized. Based on this analysis, the present invention provides amino acid 
sequences of human Ras-like protein polypeptides that are related to the Rab subfamily, 
nucleic acid sequences in the form of transcript sequences, cDNA sequences and/or 
genomic sequences that encode these Ras-like protein polypeptide, nucleic acid variation 
(allelic information), tissue distribution of expression, and information about the closest 
art known protein/peptide/domain that has structural or sequence homology to the Ras- 
like protein of the present invention. 

In addition to being previously unknown, the peptides that are provided in the 
present invention are selected based on their ability to be used for the development of 
commercially important products and services. Specifically, the present peptides are 
selected based on homology and/or structural relatedness to known Ras-like proteins of 
the Rab subfamily and the expression pattern observed. Experimental data as provided in 
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Figure 1 indicates expression in the brain and in tumors. The art has clearly established 
the commercial importance of members of this family of proteins and proteins that have 
expression patterns similar to that of the present gene. Some of the more specific features 
of the peptides of the present invention, and the uses thereof, are described herein, 
particularly in the Background of the Invention and in the annotation provided in the 
Figures, and/or are known within the art for each of the known Rab family or subfamily 
of Ras-like proteins. 

Specific Embodiments 
Peptide Molecules 

The present invention provides nucleic acid sequences that encode protein 
molecules that have been identified as being members of the Ras-like protein family and 
are related to the Rab subfamily (protein sequences are provided in Figure 2, 
transcript/cDNA sequences are provided in Figure 1 and genomic sequences are provided 
in Figure 3). The peptide sequences provided in Figure 2, as well as the obvious variants 
described herein, particularly allelic variants as identified herein and using the 
information in Figure 3, will be referred herein as the Ras-like proteins or peptides of the 
present invention, Ras-like proteins or peptides, or peptides/proteins of the present 
invention. 

The present invention provides isolated peptide and protein molecules that consist 
of, consist essentially of, or comprise the amino acid sequences of the Ras-like protein 
polypeptide disclosed in the Figure 2, (encoded by the nucleic acid molecule shown in 
Figure 1, transcript/cDNA or Figure 3, genomic sequence), as well as all obvious variants 
of these peptides that are within the art to make and use. Some of these variants are 
described in detail below. 

As used herein, a peptide is said to be "isolated" or "purified" when it is 
substantially free of cellular material or free of chemical precursors or other chemicals. 
The peptides of the present invention can be purified to homogeneity or other degrees of 
purity. The level of purification will be based on the intended use. The critical feature is 
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that the preparation allows for the desired function of the peptide, even if in the presence of 
considerable amounts of other components. 

In some uses, "substantially free of cellular material" includes preparations of the 
peptide having less than about 30% (by dry weight) other proteins (i.e., contaminating 
protein), less than about 20% other proteins, less than about 10% other proteins, or less than 
about 5% other proteins. When the peptide is recombinantly produced, it can also be 
substantially free of culture medium, i.e., culture medium represents less than about 20% of 
the volume of the protein preparation. 

The language "substantially free of chemical precursors or other chemicals" includes 
preparations of the peptide in which it is separated from chemical precursors or other 
chemicals that are involved in its synthesis. In one embodiment, the language "substantially 
free of chemical precursors or other chemicals" includes preparations of the Ras-like protein 
polypeptide having less than about 30% (by dry weight) chemical precursors or other 
chemicals, less than about 20% chemical precursors or other chemicals, less than about 10% 
chemical precursors or other chemicals, or less than about 5% chemical precursors or other 
chemicals. 

The isolated Ras-like protein polypeptide can be purified from cells that naturally 
express it, purified from cells that have been altered to express it (recombinant), or 
synthesized using known protein synthesis methods. Experimental data as provided in 
Figure 1 indicates expression in the brain and in tumors. For example, a nucleic acid 
molecule encoding the Ras-like protein polypeptide is cloned into an expression vector, the 
expression vector introduced into a host cell and the protein expressed in the host cell. The 
protein can then be isolated from the cells by an appropriate purification scheme using 
standard protein purification techniques. Many of these techniques are described in detail 
below. 

Accordingly, the present invention provides proteins that consist of the amino acid 
sequences provided in Figure 2 (SEQ ID NO:2), for example, proteins encoded by the 
transcript/cDNA nucleic acid sequences shown in Figure 1 (SEQ ID NO:l) and the genomic 
sequences provided in Figure 3 (SEQ ID NO:3). The amino acid sequence of such a protein 
is provided in Figure 2. A protein consists of an amino acid sequence when the amino acid 
sequence is the final amino acid sequence of the protein. 
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The present invention further provides proteins that consist essentially of the amino 
acid sequences provided in Figure 2 (SEQ ID NO:2), for example, proteins encoded by the 
transcript/cDNA nucleic acid sequences shown in Figure 1 (SEQ ID NO:l) and the genomic 
sequences provided in Figure 3 (SEQ ID NO:3). A protein consists essentially of an amino 
acid sequence when such an amino acid sequence is present with only a few additional 
amino acid residues, for example from about 1 to about 100 or so additional residues, 
typically from 1 to about 20 additional residues in the final protein. 

The present invention further provides proteins that comprise the amino acid 
sequences provided in Figure 2 (SEQ ID NO:2), for example, proteins encoded by the 
transcript/cDNA nucleic acid sequences shown in Figure 1 (SEQ ID NO:l) and the genomic 
sequences provided in Figure 3 (SEQ ID NO:3). A protein comprises an amino acid 
sequence when the amino acid sequence is at least part of the final amino acid sequence of 
the protein. In such a fashion, the protein can be only the peptide or have additional amino 
acid molecules, such as amino acid residues (contiguous encoded sequence) that are 
naturally associated with it or heterologous amino acid residues/peptide sequences. Such a 
protein can have a few additional amino acid residues or can comprise several hundred or 
more additional amino acids. The preferred classes of proteins that are comprised of the 
Ras-like protein polypeptide of the present invention are the naturally occurring mature 
proteins. A brief description of how various types of these proteins can be made/isolated is 
provided below. 

The Ras-like protein polypeptides of the present invention can be attached to 
heterologous sequences to form chimeric or fusion proteins. Such chimeric and fusion 
proteins comprise a Ras-like protein polypeptide operatively linked to a heterologous 
protein having an amino acid sequence not substantially homologous to the Ras-like protein 
polypeptide. "Operatively linked" indicates that the Ras-like protein polypeptide and the 
heterologous protein are fused in-frame. The heterologous protein can be fused to the N- 
terminus or C-terminus of the Ras-like protein polypeptide. 

In some uses, the fusion protein does not affect the activity of the Ras-like protein 
polypeptide per se. For example, the fusion protein can include, but is not limited to, 
enzymatic fusion proteins, for example beta-galactosidase fusions, yeast two-hybrid GAL 
fusions, poly-His fusions, MYC-tagged, Hi-tagged and Ig fusions. Such fusion proteins, 
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particularly poly-His fusions, can facilitate the purification of recombinant Ras-like protein 
polypeptide. In certain host cells (e.g., mammalian host cells), expression and/or secretion 
of a protein can be increased by using a heterologous signal sequence. 

A chimeric or fusion protein can be produced by standard recombinant DNA 
techniques. For example, DNA fragments coding for the different protein sequences are 
ligated together in-frame in accordance with conventional techniques. In another 
embodiment, the fusion gene can be synthesized by conventional techniques including 
automated DNA synthesizers. Alternatively, PCR amplification of gene fragments can be 
carried out using anchor primers which give rise to complementary overhangs between two 
consecutive gene fragments which can subsequently be annealed and re-amplified to 
generate a chimeric gene sequence (see Ausubel et aL, Current Protocols in Molecular 
Biology, 1992). Moreover, many expression vectors are commercially available that already 
encode a fusion moiety (e.g., a GST protein). A Ras-like protein polypeptide-encoding 
nucleic acid can be cloned into such an expression vector such that the fusion moiety is 
linked in-frame to the Ras-like protein polypeptide. 

As mentioned above, the present invention also provides and enables obvious 
variants of the amino acid sequence of the peptides of the present invention, such as 
naturally occurring mature forms of the peptide, allelic/sequence variants of the peptides, 
non-naturally occurring recombinantly derived variants of the peptides, and orthologs and 
paralogs of the peptides. Such variants can readily be generated using art know techniques 
in the fields of recombinant nucleic acid technology and protein biochemistry. It is 
understood, however, that variants exclude any amino acid sequences disclosed prior to the 
invention. 

Such variants can readily be identified/made using molecular techniques and the 
sequence information disclosed herein. Further, such variants can readily be distinguished 
from other peptides based on sequence and/or structural homology to the Ras-like protein 
polypeptides of the present invention. The degree of homology/identity present will be 
based primarily on whether the peptide is a functional variant or non-functional variant, the 
amount of divergence present in the paralog family, and the evolutionary distance between 
the orthologs. 
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To determine the percent identity of two amino acid sequences or two nucleic 
acid sequences, the sequences are aligned for optimal comparison purposes (e.g., gaps 
can be introduced in one or both of a first and a second amino acid or nucleic acid 
sequence for optimal alignment and non-homologous sequences can be disregarded for 
comparison purposes). In a preferred embodiment, the length of a reference sequence 
aligned for comparison purposes is at least 30%, 40%, 50%, 60%, 70%, 80%, or 90% or 
more of the length of the reference sequence. The amino acid residues or nucleotides at 
corresponding amino acid positions or nucleotide positions are then compared. When a 
position in the first sequence is occupied by the same amino acid residue or nucleotide as 
the corresponding position in the second sequence, then the molecules are identical at that 
position (as used herein amino acid or nucleic acid "identity" is equivalent to amino acid 
or nucleic acid "homology"). The percent identity between the two sequences is a 
function of the number of identical positions shared by the sequences, taking into account 
the number of gaps, and the length of each gap, which need to be introduced for optimal 
alignment of the two sequences. 

The comparison of sequences and determination of percent identity and similarity 
between two sequences can be accomplished using a mathematical algorithm. 
{Computational Molecular Biology, Lesk, A.M., e&, Oxford University Press, New York, 
1988; Biocomputing: Informatics and Genome Projects, Smith, D.W., ed., Academic Press, 
New York, 1993; Computer Analysis of Sequence Data, Part 1, Griffin, A.M., and Griffin, 
H.G., eds., Humana Press, New Jersey, 1994; Sequence Analysis in Molecular Biology, von 
Heinje, G. ? Academic Press, 1987; and Sequence Analysis Primer, Gribskov, M. and 
Devereux, I, eds., M Stockton Press, New York, 1991). In a preferred embodiment, the 
percent identity between two amino acid sequences is determined using the Needleman 
and Wunsch (7. Mol Biol (48):444-453 (1970)) algorithm which has been incorporated 
into the GAP program in the GCG software package (available at http://www.gcg.com), 
using either a Blossom 62 matrix or a PAM250 matrix, and a gap weight of 16, 14, 12, 
10, 8, 6, or 4 and a length weight of 1, 2, 3, 4, 5, or 6. In yet another preferred 
embodiment, the percent identity between two nucleotide sequences is determined using 
the GAP program in the GCG software package (Devereux, J., et al, Nucleic Acids Res. 
12(1)\3%1 (1984)) (available at http://www.gcg.com), using a NWSgapdna.CMP matrix 
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and a gap weight of 40, 50, 60, 70, or 80 and a length weight of 1, 2, 3, 4, 5, or 6. In 
another embodiment, the percent identity between two amino acid or nucleotide 
sequences is determined using the algorithm of E. Meyers and W. Miller {CABIOS, 4:1 1- 
17 (1989)) which has been incorporated into the ALIGN program (version 2.0), using a 
PAM120 weight residue table, a gap length penalty of 12 and a gap penalty of 4. 

The nucleic acid and protein sequences of the present invention can further be 
used as a "query sequence" to perform a search against sequence databases to, for 
example, identify other family members or related sequences. Such searches can be 
performed using the NBLAST and XBLAST programs (version 2.0) of Altschul, et al. {1 
Mol Biol 215:403-10 (1990)). BLAST nucleotide searches can be performed with the 
NBLAST program, score = 100, word length = 12 to obtain nucleotide sequences 
homologous to the nucleic acid molecules of the invention, BLAST protein searches can 
be performed with the XBLAST program, score = 50, word length = 3, to obtain amino 
acid sequences homologous to the proteins of the invention. To obtain gapped 
alignments for comparison purposes, Gapped BLAST can be utilized as described in 
Altschul et al. {Nucleic Acids Res. 25(17):3389-3402 (1997)). When utilizing BLAST 
and gapped BLAST programs, the default parameters of the respective programs (e.g., 
XBLAST and NBLAST) can be used. See http://www.ncbi.nlm.nih.gov . 

Full-length pre-processed forms, as well as mature processed forms, of proteins that 
comprise one of the peptides of the present invention can readily be identified as having 
complete sequence identity to one of the Ras-like protein polypeptides of the present 
invention as well as being encoded by the same genetic locus as the Ras-like protein 
polypeptide provided herein. The gene encoding the novel Ras-like protein of the present 
invention is located on a genome component that has been mapped to human chromosome 
14 (as indicated in Figure 3), which is supported by multiple lines of evidence, such as STS 
and BAC map data. 

Allelic variants of a Ras-like protein polypeptide can readily be identified as being a 
human protein having a high degree (significant) of sequence homology/identity to at least a 
portion of the Ras-like protein polypeptide as well as being encoded by the same genetic 
locus as the Ras-like protein polypeptide provided herein. Genetic locus can readily be 
determined based on the genomic information provided in Figure 3, such as the genomic 



13 



CL001188 



sequence mapped to the reference human. The gene encoding the novel Ras-like protein of 
the present invention is located on a genome component that has been mapped to human 
chromosome 14 (as indicated in Figure 3), which is supported by multiple lines of evidence, 
such as STS and BAC map data. As used herein, two proteins (or a region of the proteins) 
have significant homology when the amino acid sequences are typically at least about 70- 
80%, 80-90%, and more typically at least about 90-95% or more homologous. A 
significantly homologous amino acid sequence, according to the present invention, will 
be encoded by a nucleic acid sequence that will hybridize to a Ras-like protein 
polypeptide encoding nucleic acid molecule under stringent conditions as more fully 
described below. 

Figure 3 provides information on SNPs that have been found in the gene encoding 
the Ras-like protein of the present invention. SNPs were identified at 20 different 
nucleotide positions. Some of these SNPs that are located outside the ORF and in introns 
may affect gene transcription. 

Paralogs of a Ras-like protein polypeptide can readily be identified as having some 
degree of significant sequence homology/identity to at least a portion of the Ras-like protein 
polypeptide, as being encoded by a gene from humans, and as having similar activity or 
function. Two proteins will typically be considered paralogs when the amino acid 
sequences are typically at least about 40-50%, 50-60%, and more typically at least about 
60-70% or more homologous through a given region or domain. Such paralogs will be 
encoded by a nucleic acid sequence that will hybridize to a Ras-like protein polypeptide 
encoding nucleic acid molecule under moderate to stringent conditions as more fully 
described below. 

Orthologs of a Ras-like protein polypeptide can readily be identified as having some 
degree of significant sequence homology/identity to at least a portion of the Ras-like protein 
polypeptide as well as being encoded by a gene from another organism. Preferred orthologs 
will be isolated from mammals, preferably primates, for the development of human 
therapeutic targets and agents. Such orthologs will be encoded by a nucleic acid sequence 
that will hybridize to a Ras-like protein polypeptide encoding nucleic acid molecule 
under moderate to stringent conditions, as more fully described below, depending on the 
degree of relatedness of the two organisms yielding the proteins. 
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Non-naturally occurring variants of the Ras-like protein polypeptides of the present 
invention can readily be generated using recombinant techniques. Such variants include, but 
are not limited to deletions, additions and substitutions in the amino acid sequence of the 
Ras-like protein polypeptide. For example, one class of substitutions is conserved amino 
acid substitutions. Such substitutions are those that substitute a given amino acid in a Ras- 
like protein polypeptide by another amino acid of like characteristics. Typically seen as 
conservative substitutions are the replacements, one for another, among the aliphatic amino 
acids Ala, Val, Leu, and lie; interchange of the hydroxyl residues Ser and Thr, exchange of 
the acidic residues Asp and Glu, substitution between the amide residues Asn and Gin, 
exchange of the basic residues Lys and Arg, replacements among the aromatic residues Phe, 
Tyr, and the like. Guidance concerning which amino acid changes are likely to be 
phenotypically silent are found in Bowie et a/., Science 247:1306-1310 (1990). 

Variant Ras-like protein polypeptides can be fully functional or can lack function in 
one or more activities. Fully functional variants typically contain only conservative 
variations or variations in non-critical residues or in non-critical regions. Functional 
variants can also contain substitution of similar amino acids that result in no change or an 
insignificant change in function. Alternatively, such substitutions may positively or 
negatively affect function to some degree. 

Non-functional variants typically contain one or more non-conservative amino acid 
substitutions, deletions, insertions, inversions, or truncation or a substitution, insertion, 
inversion, or deletion in a critical residue or critical region. 

Amino acids that are essential for function can be identified by methods known in 
the art, such as site-directed mutagenesis or alanine-scanning mutagenesis (Cunningham et 
al 9 Science 244:1081-1085 (1989)). The latter procedure introduces single alanine 
mutations at every residue in the molecule. The resulting mutant molecules are then tested 
for biological activity such as receptor binding or in vitro proliferative activity. Sites that 
are critical for ligand-receptor binding can also be determined by structural analysis such as 
crystallography, nuclear magnetic resonance, or photoaffmity labeling (Smith et at, J. Mol 
Biol 224:899-904 (1992); de Vos et al Science 255:306-312 (1992)). 

The present invention further provides fragments of the Ras-like protein 
polypeptides, in addition to proteins and peptides that comprise and consist of such 
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fragments. Particularly those comprising the residues identified in Figure 2. The fragments 
to which the invention pertains, however, are not to be construed as encompassing 
fragments that have been disclosed publicly prior to the present invention. 

As used herein, a fragment comprises at least 8, 10, 12, 14, 16 or more contiguous 
amino acid residues from a Ras-like protein polypeptide. Such fragments can be chosen 
based on the ability to retain one or more of the biological activities of the Ras-like protein 
polypeptide, or can be chosen for the ability to perform a function, e.g., act as an 
immunogen. Particularly important fragments are biologically active fragments, peptides 
that are, for example about 8 or more amino acids in length. Such fragments will typically 
comprise a domain or motif of the Ras-like protein polypeptide, e.g., active site. Further, 
possible fragments include, but are not limited to, domain or motif containing fragments, 
soluble peptide fragments, and fragments containing immunogenic structures. Predicted 
domains and functional sites are readily identifiable by computer programs well known and 
readily available to those of skill in the art (e.g., PROSITE, HMMer, eMOTIF, etc.). The 
results of one such analysis are provided in Figure 2. 

Polypeptides often contain amino acids other than the 20 amino acids commonly 
referred to as the 20 naturally occurring amino acids. Further, many amino acids, including 
the terminal amino acids, may be modified by natural processes, such as processing and 
other post-translational modifications, or by chemical modification techniques well known 
in the art. Common modifications that occur naturally in Ras-like protein polypeptides are 
described in basic texts, detailed monographs, and the research literature, and they are well 
known to those of skill in the art (some of these features are identified in Figure 2). 

Known modifications include, but are not limited to, acetylation, acylation, ADP- 
ribosylation, amidation, covalent attachment of flavin, covalent attachment of a heme 
moiety, covalent attachment of a nucleotide or nucleotide derivative, covalent attachment of 
a lipid or lipid derivative, covalent attachment of phosphotidylinositol, cross-linking, 
cyclization, disulfide bond formation, demethylation, formation of covalent crosslinks, 
formation of cystine, formation of pyroglutamate, formylation, gamma carboxylation, 
glycosylation, GPI anchor formation, hydroxylation, iodination, methylation, 
myristoylation, oxidation, proteolytic processing, phosphorylation, prenylation, 
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racemization, selenoylation, sulfation, transfer-RNA mediated addition of amino acids to 
proteins such as arginylation, and ubiquitination. 

Such modifications are well known to those of skill in the art and have been 
described in great detail in the scientific literature. Several particularly common 
modifications, glycosylation, lipid attachment, sulfation, gamma-carboxylation of glutamic 
acid residues, hydroxylation and ADP-ribosylation, for instance, are described in most basic 
texts, such as Proteins - Structure and Molecular Properties, 2nd Ed., T.E. Creighton, W. H. 
Freeman and Company, New York (1993). Many detailed reviews are available on this 
subject, such as by Wold, F., Posttranslational Covalent Modification of Proteins, B.C. 
Johnson, Ed., Academic Press, New York 1-12 (1983); Seifter et al (Metk EnzymoL 182: 
626-646 (1990)) and Rattan et al (Ann. K 7. Acad. Set 663:4S-62 (1992)). 

Accordingly, the Ras-like protein polypeptides of the present invention also 
encompass derivatives or analogs in which a substituted amino acid residue is not one 
encoded by the genetic code, in which a substituent group is included, in which the mature 
Ras-like protein polypeptide is fused with another compound, such as a compound to 
increase the half-life of the Ras-like protein polypeptide (for example, polyethylene glycol), 
or in which the additional amino acids are fused to the mature Ras-like protein polypeptide, 
such as a leader or secretory sequence or a sequence for purification of the mature Ras-like 
protein polypeptide, or a pro-protein sequence. 
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Protein/Peptide Uses 

The proteins of the present invention can be used in assays to determine the 
biological activity of the protein, including in a panel of multiple proteins for high- 
throughput screening; to raise antibodies or to elicit another immune response; as a 
reagent (including the labeled reagent) in assays designed to quantitatively determine 
levels of the protein (or its ligand or receptor) in biological fluids; and as markers for 
tissues in which the corresponding protein is preferentially expressed (either 
constitutively or at a particular stage of tissue differentiation or development or in a 
disease state). Where the protein binds or potentially binds to another protein (such as, for 
example, in a receptor-ligand interaction), the protein can be used to identify the binding 
partner so as to develop a system to identify inhibitors of the binding interaction. Any or 
all of these research utilities are capable of being developed into reagent grade or kit 
format for commercialization as research products. 

Methods for performing the uses listed above are well known to those skilled in 
the art. References disclosing such methods include "Molecular Cloning: A Laboratory 
Manual", 2d ed. ? Cold Spring Harbor Laboratory Press, Sambrook, J., E. F. Fritsch and T. 
Maniatis eds., 1989, and "Methods in Enzymology: Guide to Molecular Cloning 
Techniques", Academic Press, Berger, S. L. and A. R. Kimmel eds., 1987. 

The potential uses of the peptides of the present invention are based primarily on 
the source of the protein as well as the class/action of the protein. For example, Ras-like 
proteins isolated from humans and their human/mammalian orthologs serve as targets for 
identifying agents for use in mammalian therapeutic applications, e.g. a human drug, 
particularly in modulating a biological or pathological response in a cell or tissue that 
expresses the Ras-like protein. Experimental data as provided in Figure 1 indicates that 
Ras-like proteins of the present invention are expressed in the brain and in tumors, as 
indicated by virtual northern blot analysis. In addition, PCR-based tissue screening panels 
indicate expression in fetal brain. A large percentage of pharmaceutical agents are being 
developed that modulate the activity of Ras-like proteins, particularly members of the 
Rab subfamily (see Background of the Invention). The structural and functional 
information provided in the Background and Figures provide specific and substantial uses 
for the molecules of the present invention, particularly in combination with the 
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expression information provided in Figure 1. Experimental data as provided in Figure 1 
indicates expression in the brain and in tumors. Such uses can readily be determined 
using the information provided herein, that which is known in the art, and routine 
experimentation. 

The proteins of the present invention (including variants and fragments that may 
have been disclosed prior to the present invention) are useful for biological assays related to 
Ras-like proteins that are related to members of the Rab subfamily. Such assays involve any 
of the known Ras-like protein functions or activities or properties useful for diagnosis and 
treatment of Ras-like protein-related conditions that are specific for the subfamily of Ras- 
like proteins that the one of the present invention belongs to, particularly in cells and tissues 
that express the Ras-like protein. Experimental data as provided in Figure 1 indicates that 
Ras-like proteins of the present invention are expressed in the brain and in tumors, as 
indicated by virtual northern blot analysis. In addition, PCR-based tissue screening panels 
indicate expression in fetal brain. 

The proteins of the present invention are also useful in drug screening assays, in cell- 
based or cell-free systems. Cell-based systems can be native, i.e., cells that normally 
express the Ras-like protein, as a biopsy or expanded in cell culture. Experimental data as 
provided in Figure 1 indicates expression in the brain and in tumors. In an alternate 
embodiment, cell-based assays involve recombinant host cells expressing the Ras-like 
protein. 

The polypeptides can be used to identify compounds that modulate Ras-like protein 
activity. Both the Ras-like protein of the present invention and appropriate variants and 
fragments can be used in high-throughput screens to assay candidate compounds for the 
ability to bind to the Ras-like protein. These compounds can be further screened against a 
functional Ras-like protein to determine the effect of the compound on the Ras-like protein 
activity. Further, these compounds can be tested in animal or invertebrate systems to 
determine activity/effectiveness. Compounds can be identified that activate (agonist) or 
inactivate (antagonist) the Ras-like protein to a desired degree. 

Therefore, in one embodiment, Rab or a fragment or derivative thereof may be 
administered to a subject to prevent or treat a disorder associated with an increase in 
apoptosis. Such disorders include, but are not limited to, AIDS and other infectious or 
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genetic immunodeficiencies, neurodegenerative diseases such as Alzheimer's disease, 
Parkinson's disease, amyotrophic lateral sclerosis, retinitis pigmentosa, and cerebellar 
degeneration, myelodysplastic syndromes such as aplastic anemia, ischemic injuries such 
as myocardial infarction, stroke, and reperfusion injury, toxin-induced diseases such as 
alcohol-induced liver damage, cirrhosis, and lathyrism, wasting diseases such as 
cachexia, viral infections such as those caused by hepatitis B and C, and osteoporosis. 

In another embodiment, a pharmaceutical composition comprising Rab may be 
administered to a subject to prevent or treat a disorder associated with increased apoptosis 
including, but not limited to, those listed above. 

In still another embodiment, an agonist which is specific for Rab may be 
administered to prevent or treat a disorder associated with increased apoptosis including, but 
not limited to, those listed above. 

In a further embodiment, a vector capable of expressing Rab, or a fragment or a 
derivative thereof, may be used to prevent or treat a disorder associated with increased 
apoptosis including, but not limited to, those listed above. 

In cancer, where Rab promotes cell proliferation, it is desirable to decrease its 
activity. Therefore, in one embodiment, an antagonist of Rab may be administered to a 
subject to prevent or treat cancer including, but not limited to, adenocarcinoma, leukemia, 
lymphoma, melanoma, myeloma, sarcoma, and teratocarcinoma, and, in particular, cancers 
of the adrenal gland, bladder, bone, bone marrow, brain, breast, cervix, gall bladder, ganglia, 
gastrointestinal tract, heart, kidney, liver, lung, muscle, ovary, pancreas, parathyroid, penis, 
prostate, salivary glands, skin, spleen, testis, thymus, thyroid, and uterus. In one aspect, an 
antibody specific for Rab may be used directly as an antagonist, or indirectly as a targeting 
or delivery mechanism for bringing a pharmaceutical agent to cells or tissue which express 
Rab. 

In another embodiment, a vector expressing the complement of the polynucleotide 
encoding Rab may be administered to a subject to prevent or treat a cancer including, but 
not limited to, the types of cancer listed above. 

In inflammation, where Rab promotes cell proliferation, it is desirable to decrease its 
activity. Therefore, in one embodiment, an antagonist of Rab may be administered to a 
subject to prevent or treat an inflammation. Disorders associated with inflammation include, 
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but are not limited to, Addison's disease, adult respiratory distress syndrome, allergies, 
anemia, asthma, atherosclerosis, bronchitis, cholecystitis, Crohn's disease, ulcerative colitis, 
atopic dermatitis, dermatomyositis, diabetes mellitus, emphysema, atrophic gastritis, 
glomerulonephritis, gout, Graves' disease, hypereosinophilia, irritable bowel syndrome, 
lupus erythematosus, multiple sclerosis, myasthenia gravis, myocardial or pericardial 
inflammation, osteoarthritis, osteoporosis, pancreatitis, polymyositis, rheumatoid arthritis, 
scleroderma, Sjogren's syndrome, and autoimmune thyroiditis; complications of cancer, 
hemodialysis, extracorporeal circulation; viral, bacterial, fungal, parasitic, protozoal, and 
helminthic infections and trauma. In one aspect, an antibody specific for Rab may be used 
directly as an antagonist, or indirectly as a targeting or delivery mechanism for bringing a 
pharmaceutical agent to cells or tissue which express Rab. 

Further, the Ras-like protein polypeptides can be used to screen a compound for the 
ability to stimulate or inhibit interaction between the Ras-like protein and a molecule that 
normally interacts with the Ras-like protein, e.g. a ligand or a component of the signal 
pathway that the Ras-like protein normally interacts. Such assays typically include the steps 
of combining the Ras-like protein with a candidate compound under conditions that allow 
the Ras-like protein, or fragment, to interact with the target molecule, and to detect the 
formation of a complex between the protein and the target or to detect the biochemical 
consequence of the interaction with the Ras-like protein and the target, such as any of the 
associated effects of signal transduction. 

Candidate compounds include, for example, 1) peptides such as soluble peptides, 
including Ig-tailed fusion peptides and members of random peptide libraries (see, e.g., Lam 
et al., Nature 354:82-84 (1991); Houghten et aU Nature 354:84-86 (1991)) and 
combinatorial chemistry-derived molecular libraries made of D- and/or L- configuration 
amino acids; 2) phosphopeptides (e.g., members of random and partially degenerate, 
directed phosphopeptide libraries, see, e.g., Songyang et aL 9 Cell 72:767-778 (1993)); 3) 
antibodies (e.g., polyclonal, monoclonal, humanized, anti-idiotypic, chimeric, and single 
chain antibodies as well as Fab, F(ab')2 ? Fab expression library fragments, and epitope- 
binding fragments of antibodies); and 4) small organic and inorganic molecules (e.g., 
molecules obtained from combinatorial and natural product libraries). (Hodgson, 
Bio/technology, 1992, Sept 10(9);973-80). 
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One candidate compound is a soluble fragment of the Ras-like protein that competes 
for ligand binding. Other candidate compounds include mutant Ras-like proteins or 
appropriate fragments containing mutations that affect Ras-like protein function and thus 
compete for ligand. Accordingly, a fragment that competes for ligand, for example with a 
higher affinity, or a fragment that binds ligand but does not allow release, is within the scope 
of the invention. 

The invention further includes other end point assays to identify compounds that 
modulate (stimulate or inhibit) Ras-like protein activity. The assays typically involve an 
assay of events in the Ras-like protein mediated signal transduction pathway that indicate 
Ras-like protein activity. Thus, the phosphorylation of a protein/ligand target, the 
expression of genes that are up- or down-regulated in response to the Ras-like protein 
dependent signal cascade can be assayed. In one embodiment, the regulatory region of such 
genes can be operably linked to a marker that is easily detectable, such as luciferase. 
Alternatively, phosphorylation of the Ras-like protein, or a Ras-like protein target, could 
also be measured. 

Any of the biological or biochemical functions mediated by the Ras-like protein can 
be used as an endpoint assay. These include all of the biochemical or 
biochemical/biological events described herein, in the references cited herein, incorporated 
by reference for these endpoint assay targets, and other functions known to those of ordinary 
skill in the art. 

Binding and/or activating compounds can also be screened by using chimeric Ras- 
like proteins in which any of the protein's domains, or parts thereof, can be replaced by 
heterologous domains or subregions. Accordingly, a different set of signal transduction 
components is available as an end-point assay for activation. This allows for assays to be 
performed in other than the specific host cell from which the Ras-like protein is derived. 

The Ras-like protein polypeptide of the present invention is also useful in 
competition binding assays in methods designed to discover compounds that interact with 
the Ras-like protein. Thus, a compound is exposed to a Ras-like protein polypeptide under 
conditions that allow the compound to bind or to otherwise interact with the polypeptide. 
Soluble Ras-like protein polypeptide is also added to the mixture. If the test compound 
interacts with the soluble Ras-like protein polypeptide, it decreases the amount of complex 
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formed or activity from the Ras-like protein target. This type of assay is particularly useful 
in cases in which compounds are sought that interact with specific regions of the Ras-like 
protein. Thus, the soluble polypeptide that competes with the target Ras-like protein region 
is designed to contain peptide sequences corresponding to the region of interest. 

To perform cell free drug screening assays, it is sometimes desirable to immobilize 
either the Ras-like protein, or fragment, or its target molecule to facilitate separation of 
complexes from uncomplexed forms of one or both of the proteins, as well as to 
accommodate automation of the assay. 

Techniques for immobilizing proteins on matrices can be used in the drug screening 
assays. La one embodiment, a fusion protein can be provided which adds a domain that 
allows the protein to be bound to a matrix. For example, glutathione-S-transferase/15625 
fusion proteins can be adsorbed onto glutathione sepharose beads (Sigma Chemical, St. 
Louis, MO) or glutathione derivatized microtitre plates, which are then combined with the 
cell lysates (e.g., 35 S-labeled) and the candidate compound, and the mixture incubated under 
conditions conducive to complex formation (e.g., at physiological conditions for salt and 
pH). Following incubation, the beads are washed to remove any unbound label, and the 
matrix immobilized and radiolabel determined directly, or in the supernatant after the 
complexes are dissociated. Alternatively, the complexes can be dissociated from the matrix, 
separated by SDS-PAGE, and the level of Ras-like protein-binding protein found in the bead 
fraction quantitated from the gel using standard electrophoretic techniques. For example, 
either the polypeptide or its target molecule can be immobilized utilizing conjugation of 
biotin and streptavidin with techniques well known in the art. Alternatively, antibodies 
reactive with the protein but which do not interfere with binding of the protein to its target 
molecule can be derivatized to the wells of the plate, and the protein trapped in the wells by 
antibody conjugation. Preparations of a Ras-like protein-binding protein and a candidate 
compound are incubated in the Ras-like protein-presenting wells and the amount of complex 
trapped in the well can be quantitated. Methods for detecting such complexes, in addition to 
those described above for the GST-immobilized complexes, include immunodetection of 
complexes using antibodies reactive with the Ras-like protein target molecule, or which are 
reactive with Ras-like protein and compete with the target molecule, as well as enzyme- 
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linked assays which rely on detecting an enzymatic activity associated with the target 
molecule. 

Agents that modulate one of the Ras-like proteins of the present invention can be 
identified using one or more of the above assays, alone or in combination. It is generally 
preferable to use a cell-based or cell free system first and then confirm activity in an 
animal/insect model system. Such model systems are well known in the art and can readily 
be employed in this context. 

Modulators of Ras-like protein activity identified according to these drug screening 
assays can be used to treat a subject with a disorder mediated by the Ras-like protein 
associated pathway, by treating cells that express the Ras-like protein. Experimental data as 
provided in Figure 1 indicates expression in the brain and in tumors. These methods of 
treatment include the steps of administering the modulators of protein activity in a 
pharmaceutical composition as described herein, to a subject in need of such treatment. 

In yet another aspect of the invention, the Ras-like proteins can be used as "bait 
proteins" in a two-hybrid assay or three-hybrid assay (see, e.g., U.S. Patent No. 
5,283,317; Zervos et al., Cell 72:223-232 (1993); Madura et al., J. Biol Chem. 
268:12046-12054 (1993); Bartel et al., Biotechniques 14:920-924 (1993); Iwabuchi et al., 
Oncogene 8:1693-1696 (1993); and Brent WO94/10300), to identify other proteins that 
bind to or interact with the Ras-like protein and are involved in Ras-like protein activity. 
Such Ras-like protein-binding proteins are also likely to be involved in the propagation of 
signals by the Ras-like proteins or Ras-like protein targets as, for example, downstream 
elements of a Ras-like protein-mediated signaling pathway, e.g., a pain signaling 
pathway. Alternatively, such Ras-like protein-binding proteins are likely to be Ras-like 
protein inhibitors. 

The two-hybrid system is based on the modular nature of most transcription 
factors, which consist of separable DNA-binding and activation domains. Briefly, the 
assay utilizes two different DNA constructs. In one construct, the gene that codes for a 
Ras-like protein is fused to a gene encoding the DNA binding domain of a known 
transcription factor (e.g., GAL-4). In the other construct, a DNA sequence, from a library 
of DNA sequences, that encodes an unidentified protein ("prey" or "sample") is fused to a 
gene that codes for the activation domain of the known transcription factor. If the "bait" 
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and the "prey" proteins are able to interact, in vivo, forming a Ras-like protein-dependent 
complex, the DNA-binding and activation domains of the transcription factor are brought 
into close proximity. This proximity allows transcription of a reporter gene (e.g., LacZ) 
which is operably linked to a transcriptional regulatory site responsive to the transcription 
factor. Expression of the reporter gene can be detected and cell colonies containing the 
functional transcription factor can be isolated and used to obtain the cloned gene which 
encodes the protein which interacts with the Ras-like protein. 

This invention further pertains to novel agents identified by the above-described 
screening assays. Accordingly, it is within the scope of this invention to further use an 
agent identified as described herein in an appropriate animal model. For example, an 
agent identified as described herein (e.g., a Ras-like protein modulating agent, an 
antisense Ras-like protein nucleic acid molecule, a Ras-like protein-specific antibody, or 
a Ras-like protein-binding partner) can be used in an animal or insect model to determine 
the efficacy, toxicity, or side effects of treatment with such an agent. Alternatively, an 
agent identified as described herein can be used in an animal or insect model to determine 
the mechanism of action of such an agent. Furthermore, this invention pertains to uses of 
novel agents identified by the above-described screening assays for treatments as 
described herein. 

The Ras-like proteins of the present invention are also useful to provide a target for 
diagnosing a disease or predisposition to a disease mediated by the peptide, Accordingly, the 
invention provides methods for detecting the presence, or levels of, the protein (or encoding 
mRNA) in a cell, tissue, or organism. Experimental data as provided in Figure 1 indicates 
expression in the brain and in tumors. The method involves contacting a biological sample 
with a compound capable of interacting with the receptor protein such that the interaction 
can be detected. Such an assay can be provided in a single detection format or a multi- 
detection format such as an antibody chip array. 

One agent for detecting a protein in a sample is an antibody capable of selectively 
binding to protein. A biological sample includes tissues, cells and biological fluids isolated 
from a subject, as well as tissues, cells, and fluids present within a subject. 

The peptides also are useful to provide a target for diagnosing a disease or 
predisposition to a disease mediated by the peptide, Accordingly, the invention provides 
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methods for detecting the presence, or levels of, the protein in a cell, tissue, or organism. 
The method involves contacting a biological sample with a compound capable of interacting 
with the receptor protein such that the interaction can be detected. 

The peptides of the present invention also provide targets for diagnosing active 
disease, or predisposition to a disease, in a patient having a variant peptide. Thus, the 
peptide can be isolated from a biological sample and assayed for the presence of a genetic 
mutation that results in translation of an aberrant peptide. This includes amino acid 
substitution, deletion, insertion, rearrangement, (as the result of aberrant splicing events), 
and inappropriate post-translational modification. Analytic methods include altered 
electrophoretic mobility, altered tryptic peptide digest, altered receptor activity in cell-based 
or cell-free assay, alteration in ligand or antibody-binding pattern, altered isoelectric point, 
direct amino acid sequencing, and any other of the known assay techniques useful for 
detecting mutations in a protein. Such an assay can be provided in a single detection format 
or a multi-detection format such as an antibody chip array. 

In vitro techniques for detection of peptide include enzyme linked immunosorbent 
assays (ELISAs), Western blots, immunoprecipitations, and immunofluorescence using a 
detection reagents, such as an antibody or protein binding agent.. Alternatively, the peptide 
can be detected in vivo in a subject by introducing into the subject a labeled anti-peptide 
antibody. For example, the antibody can be labeled with a radioactive marker whose 
presence and location in a subject can be detected by standard imaging techniques. 
Particularly useful are methods that detect the allelic variant of a peptide expressed in a 
subject and methods which detect fragments of a peptide in a sample. 

The peptides are also useful in pharmacogenomic analysis. Pharmacogenomics deal 
with clinically significant hereditary variations in the response to drugs due to altered drug 
disposition and abnormal action in affected persons. See, e.g., Eichelbaum, M. (Clin. Exp. 
Pharmacol Physiol 23(10-11) :983-985 (1996)), and Under, M.W. {Clin. Chem. 
43(2):254-266 (1997)). The clinical outcomes of these variations result in severe toxicity of 
therapeutic drugs in certain individuals or therapeutic failure of drugs in certain individuals 
as a result of individual variation in metabolism. Thus, the genotype of the individual can 
determine the way a therapeutic compound acts on the body or the way the body 
metabolizes the compound. Further, the activity of drug metabolizing enzymes effects both 



26 



CL001188 



the intensity and duration of drug action. Thus, the pharmacogenomics of the individual 
permit the selection of effective compounds and effective dosages of such compounds for 
prophylactic or therapeutic treatment based on the individual's genotype. The discovery of 
genetic polymorphisms in some drug metabolizing enzymes has explained why some 
patients do not obtain the expected drug effects, show an exaggerated drug effect, or 
experience serious toxicity from standard drug dosages. Polymorphisms can be expressed 
in the phenotype of the extensive metabolizer and the phenotype of the poor metabolizer. 
Accordingly, genetic polymorphism may lead to allelic protein variants of the receptor 
protein in which one or more of the receptor functions in one population is different from 
those in another population. The peptides thus allow a target to ascertain a genetic 
predisposition that can affect treatment modality. Thus, in a ligand-based treatment, 
polymorphism may give rise to amino terminal extracellular domains and/or other ligand- 
binding regions that are more or less active in ligand binding, and receptor activation. 
Accordingly, ligand dosage would necessarily be modified to maximize the therapeutic 
effect within a given population containing a polymorphism. As an alternative to 
genotyping, specific polymorphic peptides could be identified. 

The peptides are also useful for treating a disorder characterized by an absence of, 
inappropriate, or unwanted expression of the protein. Experimental data as provided in 
Figure 1 indicates expression in the brain and in tumors. Accordingly, methods for 
treatment include the use of the Ras-like protein or fragments. 

Antibodies 

The invention also provides antibodies that selectively bind to one of the peptides of 
the present invention, a protein comprising such a peptide, as well as variants and fragments 
thereof. As used herein, an antibody selectively binds a target peptide when it binds the 
target peptide and does not significantly bind to unrelated proteins. An antibody is still 
considered to selectively bind a peptide even if it also binds to other proteins that are not 
substantially homologous with the target peptide so long as such proteins share homology 
with a fragment or domain of the peptide target of the antibody. In this case, it would be 
understood that antibody binding to the peptide is still selective despite some degree of 
cross-reactivity. 
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As used herein, an antibody is defined in terms consistent with that recognized 
within the art: they are multi-subunit proteins produced by a mammalian organism in 
response to an antigen challenge. The antibodies of the present invention include polyclonal 
antibodies and monoclonal antibodies, as well as fragments of such antibodies, including, 
but not limited to, Fab or F(ab')2, and Fv fragments. 

Many methods are known for generating and/or identifying antibodies to a given 
target peptide. Several such methods are described by Harlow, Antibodies, Cold Spring 
Harbor Press, (1989). 

In general, to generate antibodies, an isolated peptide is used as an immunogen and 
is administered to a mammalian organism, such as a rat, rabbit or mouse. The full-length 
protein, an antigenic peptide fragment or a fusion protein can be used. Particularly 
important fragments are those covering functional domains, such as the domains identified 
in Figure 2, and domain of sequence homology or divergence amongst the family, such as 
those that can readily be identified using protein alignment methods and as presented in the 
Figures. 

Antibodies are preferably prepared from regions or discrete fragments of the Ras- 
like proteins. Antibodies can be prepared from any region of the peptide as described 
herein. However, preferred regions will include those involved in function/activity 
and/or receptor/binding partner interaction. Figure 2 can be used to identify particularly 
important regions while sequence alignment can be used to identify conserved and unique 
sequence fragments. 

An antigenic fragment will typically comprise at least 8 contiguous amino acid 
residues. The antigenic peptide can comprise, however, at least 10, 12, 14, 16 or more 
amino acid residues. Such fragments can be selected on a physical property, such as 
fragments correspond to regions that are located on the surface of the protein, e.g., 
hydrophilic regions or can be selected based on sequence uniqueness (see Figure 2).. 

Detection of an antibody of the present invention can be facilitated by coupling (i.e., 
physically linking) the antibody to a detectable substance. Examples of detectable 
substances include various enzymes, prosthetic groups, fluorescent materials, luminescent 
materials, bioluminescent materials, and radioactive materials. Examples of suitable 
enzymes include horseradish peroxidase, alkaline phosphatase, p-galactosidase, or 



28 



CL001188 



acetylcholinesterase; examples of suitable prosthetic group complexes include 
streptavidin/biotin and avidii^iotin; examples of suitable fluorescent materials include 
umbelliferone, fluorescein, fluorescein isothiocyanate, rhodamine, dichlorotriazinylamine 
fluorescein, dansyl chloride or phycoerythrin; an example of a luminescent material includes 
luminol; examples of bioluminescent materials include luciferase, luciferin, and aequorin, 
and examples of suitable radioactive material include 125 I, 131 I, 35 S, or 3 H. 

Antibody Uses 

The antibodies can be used to isolate one of the proteins of the present invention by 
standard techniques, such as affinity chromatography or immunoprecipitation. The 
antibodies can facilitate the purification of the natural protein from cells and recombinantly 
produced protein expressed in host cells. In addition, such antibodies are useful to detect the 
presence of one of the proteins of the present invention in cells or tissues to determine the 
pattern of expression of the protein among various tissues in an organism and over the 
course of normal development. Experimental data as provided in Figure 1 indicates that 
Ras-like proteins of the present invention are expressed in the brain and in tumors, as 
indicated by virtual northern blot analysis. In addition, PCR-based tissue screening panels 
indicate expression in fetal brain. Further, such antibodies can be used to detect protein in 
situ, in vitro, or in a cell lysate or supernatant in order to evaluate the abundance and pattern 
of expression. Also, such antibodies can be used to assess abnormal tissue distribution or 
abnormal expression during development. Antibody detection of circulating fragments of 
the full-length protein can be used to identify turnover. 

Further, the antibodies can be used to assess expression in disease states such as in 
active stages of the disease or in an individual with a predisposition toward disease related to 
the protein's function. When a disorder is caused by an inappropriate tissue distribution, 
developmental expression, level of expression of the protein, or expressed/processed form, 
the antibody can be prepared against the normal protein. Experimental data as provided in 
Figure 1 indicates expression in the brain and in tumors. If a disorder is characterized by a 
specific mutation in the protein, antibodies specific for this mutant protein can be used to 
assay for the presence of the specific mutant protein. 

The antibodies can also be used to assess normal and aberrant subcellular 
localization of cells in the various tissues in an organism. Experimental data as provided in 
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Figure 1 indicates expression in the brain and in tumors. The diagnostic uses can be applied, 
not only in genetic testing, but also in monitoring a treatment modality. Accordingly, where 
treatment is ultimately aimed at correcting expression level or the presence of aberrant 
sequence and aberrant tissue distribution or developmental expression, antibodies directed 
against the or relevant fragments can be used to monitor therapeutic efficacy. 

Additionally, antibodies are useful in pharmacogenomic analysis. Thus, antibodies 
prepared against polymorphic proteins can be used to identify individuals that require 
modified treatment modalities. The antibodies are also useful as diagnostic tools as an 
immunological marker for aberrant protein analyzed by electrophoretic mobility, isoelectric 
point, tryptic peptide digest, and other physical assays known to those in the art. 

The antibodies are also useful for tissue typing. Experimental data as provided in 
Figure 1 indicates expression in the brain and in tumors. Thus, where a specific protein has 
been correlated with expression in a specific tissue, antibodies that are specific for this 
protein can be used to identify a tissue type. 

The antibodies are also useful for inhibiting protein function, for example, blocking 
the binding of the Ras-like protein to a binding partner such as a substrate. These uses can 
also be applied in a therapeutic context in which treatment involves inhibiting the protein's 
function. An antibody can be used, for example, to block binding, thus modulating 
(agonizing or antagonizing) the peptides activity. Antibodies can be prepared against 
specific fragments containing sites required for function or against intact protein that is 
associated with a cell or cell membrane. See Figure 2 for structural information relating to 
the proteins of the present invention. 

The invention also encompasses kits for using antibodies to detect the presence of a 
protein in a biological sample. The kit can comprise antibodies such as a labeled or 
labelable antibody and a compound or agent for detecting protein in a biological sample; 
means for determining the amount of protein in the sample; means for comparing the 
amount of protein in the sample with a standard; and instructions for use. 

Nucleic Acid Molecules 

The present invention further provides isolated nucleic acid molecules that encode a 
Ras-like protein polypeptide of the present invention. Such nucleic acid molecules will 
consist of, consist essentially of, or comprise a nucleotide sequence that encodes one of the 
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Ras-like protein polypeptides of the present invention, an allelic variant thereof, or an 
ortholog or paralog thereof. 

As used herein, an "isolated" nucleic acid molecule is one that is separated from 
other nucleic acid present in the natural source of the nucleic acid. Preferably, an "isolated" 
nucleic acid is free of sequences which naturally flank the nucleic acid (i.e., sequences 
located at the 5* and 3' ends of the nucleic acid) in the genomic DNA of the organism from 
which the nucleic acid is derived. However, there can be some flanking nucleotide 
sequences, for example up to about 5KB, particularly contiguous peptide encoding 
sequences and peptide encoding sequences within the same gene but separated by introns in 
the genomic sequence. The important point is that the nucleic acid is isolated from remote 
and unimportant flanking sequences such that it can be subjected to the specific 
manipulations described herein such as recombinant expression, preparation of probes and 
primers, and other uses specific to the nucleic acid sequences. 

Moreover, an "isolated" nucleic acid molecule, such as a cDNA molecule, can be 
substantially free of other cellular material, or culture medium when produced by 
recombinant techniques, or chemical precursors or other chemicals when chemically 
synthesized. However, the nucleic acid molecule can be fused to other coding or regulatory 
sequences and still be considered isolated. 

For example, recombinant DNA molecules contained in a vector are considered 
isolated. Further examples of isolated DNA molecules include recombinant DNA 
molecules maintained in heterologous host cells or purified (partially or substantially) DNA 
molecules in solution. Isolated RNA molecules include in vivo or in vitro RNA transcripts 
of the isolated DNA molecules of the present invention. Isolated nucleic acid molecules 
according to the present invention further include such molecules produced synthetically. 

Accordingly, the present invention provides nucleic acid molecules that consist of 
the nucleotide sequence shown in Figure 1 or 3 (SEQ ID NO:l, transcript sequence and 
SEQ ID NO:3, genomic sequence), or any nucleic acid molecule that encodes the protein 
provided in Figure 2, SEQ ID NO:2. A nucleic acid molecule consists of a nucleotide 
sequence when the nucleotide sequence is the complete nucleotide sequence of the nucleic 
acid molecule. The present invention further provides nucleic acid molecules that consist 
essentially of the nucleotide sequence shown in Figure 1 or 3 (SEQ ID NO:l, transcript 
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sequence and SEQ ID N0:3, genomic sequence), or any nucleic acid molecule that encodes 
the protein provided in Figure 2, SEQ ID NO:2. A nucleic acid molecule consists 
essentially of a nucleotide sequence when such a nucleotide sequence is present with only a 
few additional nucleic acid residues in the final nucleic acid molecule. 

The present invention further provides nucleic acid molecules that comprise the 
nucleotide sequences shown in Figure 1 or 3 (SEQ ID NO:l, transcript sequence and SEQ 
ID NO:3 , genomic sequence), or any nucleic acid molecule that encodes the protein 
provided in Figure 2, SEQ ID NO:2. A nucleic acid molecule comprises a nucleotide 
sequence when the nucleotide sequence is at least part of the final nucleotide sequence of 
the nucleic acid molecule. In such a fashion, the nucleic acid molecule can be only the 
nucleotide sequence or have additional nucleic acid residues, such as nucleic acid residues 
that are naturally associated with it or heterologous nucleotide sequences. Such a nucleic 
acid molecule can have a few additional nucleotides or can comprises several hundred or 
more additional nucleotides. A brief description of how various types of these nucleic acid 
molecules can be readily made/isolated is provided below. 

In Figures 1 and 3, both coding and non-coding sequences are provided. Because 
of the source of the present invention, humans genomic sequence (Figure 3) and 
cDNA/transcript sequences (Figure 1), the nucleic acid molecules in the Figures will 
contain genomic intronic sequences, 5* and V non-coding sequences, gene regulatory 
regions and non-coding intergenic sequences. In general such sequence features are 
either noted in Figures 1 and 3 or can readily be identified using computational tools 
known in the art. As discussed below, some of the non-coding regions, particularly gene 
regulatory elements such as promoters, are useful for a variety of purposes, e.g. control of 
heterologous gene expression, target for identifying gene activity modulating compounds, 
and are particularly claimed as fragments of the genomic sequence provided herein. 

Full-length genes may be cloned from known sequence using any one of a 
number of methods known in the art. For example, a method which employs XL-PCR 
(Perkin-Elmer, Foster City, Calif.) to amplify long pieces of DNA may be used. Other 
methods for obtaining full-length sequences are well known in the art. 

The isolated nucleic acid molecules can encode the mature protein plus additional 
amino or carboxyl-terminal amino acids, or amino acids interior to the mature peptide (when 
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the mature form has more than one peptide chain, for instance). Such sequences may play a 
role in processing of a protein from precursor to a mature form, facilitate protein trafficking, 
prolong or shorten protein half-life, or facilitate manipulation of a protein for assay or 
production, among other things. As generally is the case in situ, the additional amino acids 
may be processed away from the mature protein by cellular enzymes. 

As mentioned above, the isolated nucleic acid molecules include, but are not limited 
to, the sequence encoding the Ras-like protein polypeptide alone, the sequence encoding the 
mature peptide and additional coding sequences, such as a leader or secretory sequence 
(e.g., a pre-pro or pro-protein sequence), the sequence encoding the mature peptide, with or 
without the additional coding sequences, plus additional non-coding sequences, for example 
introns and non-coding 5 ' and 3' sequences such as transcribed but non-translated sequences 
that play a role in transcription, mRNA processing (including splicing and polyadenylation 
signals), ribosome binding, and stability of mRNA. In addition, the nucleic acid molecule 
may be fused to a marker sequence encoding, for example, a peptide that facilitates 
purification. 

Isolated nucleic acid molecules can be in the form of RNA, such as mRNA, or in the 
form of DNA, including cDNA and genomic DNA obtained by cloning or produced by 
chemical synthetic techniques or by a combination thereof. The nucleic acid, especially 
DNA, can be double-stranded or single-stranded. Single-stranded nucleic acid can be the 
coding strand (sense strand) or the non-coding strand (anti-sense strand). 

The invention further provides nucleic acid molecules that encode fragments of the 
peptides of the present invention and that encode obvious variants of the Ras-like proteins of 
the present invention that are described above. Such nucleic acid molecules may be 
naturally occurring, such as allelic variants (same locus), paralogs (different locus), and 
orthologs (different organism), or may be constructed by recombinant DNA methods or by 
chemical synthesis. Such non-naturally occurring variants may be made by mutagenesis 
techniques, including those applied to nucleic acid molecules, cells, or whole organisms. 
Accordingly, as discussed above, the variants can contain nucleotide substitutions, deletions 
inversions, and/or insertions. Variation can occur in either or both the coding and non- 
coding regions. The variations can produce both conservative and non-conservative amino 
acid substitutions. 
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The present invention further provides non-coding fragments of the nucleic acid 
molecules provided in the Figures 1 and 3. Preferred non-coding fragments include, but are 
not limited to, promoter sequences, enhancer sequences, gene modulating sequences, and 
gene termination sequences. Such fragments are useful in controlling heterologous gene 
expression and in developing screens to identify gene-modulating agents. 

A fragment comprises a contiguous nucleotide sequence greater than 12 or more 
nucleotides. Further, a fragment could be at least 30, 40, 50, 100 250, or 500 nucleotides in 
length. The length of the fragment will be based on its intended use. For example, the 
fragment can encode epitope-bearing regions of the peptide, or can be useful as DNA probes 
and primers. Such fragments can be isolated using the known nucleotide sequence to 
synthesize an oligonucleotide probe. A labeled probe can then be used to screen a cDNA 
library, genomic DNA library, or mRNA to isolate nucleic acid corresponding to the coding 
region. Further, primers can be used in PCR reactions to clone specific regions of gene. 

A probe/primer typically comprises substantially a purified oligonucleotide or 
oligonucleotide pair. The oligonucleotide typically comprises a region of nucleotide 
sequence that hybridizes under stringent conditions to at least about 12, 20, 25, 40, 50, or 
more consecutive nucleotides. 

Orthologs, homologs, and allelic variants can be identified using methods well 
known in the art. As described in the Peptide Section, these variants comprise a nucleotide 
sequence encoding a peptide that is typically 60-70%, 70-80%, 80-90%, and more typically 
at least about 90-95% or more homologous to the nucleotide sequence shown in the Figure 
sheets or a fragment of this sequence. Such nucleic acid molecules can readily be identified 
as being able to hybridize under moderate to stringent conditions, to the nucleotide sequence 
shown in the Figure sheets or a fragment of the sequence. The gene encoding the novel 
Ras-like protein of the present invention is located on a genome component that has been 
mapped to human chromosome 14 (as indicated in Figure 3), which is supported by multiple 
lines of evidence, such as STS and BAC map data. 

Figure 3 provides information on SNPs that have been found in the gene encoding 
the Ras-like protein of the present invention. SNPs were identified at 20 different nucleotide 
positions. Some of these SNPs that are located outside the ORF and in introns may affect 
gene transcription. 
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As used herein, the term "hybridizes under stringent conditions" is intended to 
describe conditions for hybridization and washing under which nucleotide sequences 
encoding a peptide at least 60-70% homologous to each other typically remain hybridized to 
each other. The conditions can be such that sequences at least about 60%, at least about 
70%, or at least about 80% or more homologous to each other typically remain hybridized to 
each other. Such stringent conditions are known to those skilled in the art and can be found 
in Current Protocols in Molecular Biology, John Wiley & Sons, N.Y. (1989), 6.3. 1 -6.3.6. 
One example of stringent hybridization conditions are hybridization in 6X sodium 
chloride/sodium citrate (SSC) at about 45C, followed by one or more washes in 0.2 X SSC, 
0.1% SDS at 50-65°C. Examples of moderate to low stringency hybridization conditions 
are well known in the art. 

Nucleic Acid Molecule Uses 

The nucleic acid molecules of the present invention are useful for probes, primers, 
chemical intermediates, and in biological assays. The nucleic acid molecules are useful as a 
hybridization probe for messenger RNA, transcript/cDNA and genomic DNA to isolate full- 
length cDNA and genomic clones encoding the peptide described in Figure 2 and to isolate 
cDNA and genomic clones that correspond to variants (alleles, orthologs, etc.) producing the 
same or related peptides shown in Figure 2. As illustrated in Figure 3, SNPs were identified 
at 20 different nucleotide positions. 

The probe can correspond to any sequence along the entire length of the nucleic acid 
molecules provided in the Figures. Accordingly, it could be derived from 5' noncoding 
regions, the coding region, and 3' noncoding regions. However, as discussed, fragments are 
not to be construed as those, which may encompass fragments disclosed prior to the present 
invention. 

The nucleic acid molecules are also useful as primers for PCR to amplify any given 
region of a nucleic acid molecule and are useful to synthesize antisense molecules of desired 
length and sequence. 

The nucleic acid molecules are also useful for constructing recombinant vectors. 
Such vectors include expression vectors that express a portion of, or all of, the peptide 
sequences. Vectors also include insertion vectors, used to integrate into another nucleic acid 
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molecule sequence, such as into the cellular genome, to alter in situ expression of a gene 
and/or gene product. For example, an endogenous coding sequence can be replaced via 
homologous recombination with all or part of the coding region containing one or more 
specifically introduced mutations. 

The nucleic acid molecules are also useful for expressing antigenic portions of the 
proteins. 

The nucleic acid molecules are also useful as probes for determining the 
chromosomal positions of the nucleic acid molecules by means of in situ hybridization 
methods. The gene encoding the novel Ras-like protein of the present invention is located on 
a genome component that has been mapped to human chromosome 14 (as indicated in 
Figure 3), which is supported by multiple lines of evidence, such as STS and BAC map 
data. 

The nucleic acid molecules are also useful in making vectors containing the gene 
regulatory regions of the nucleic acid molecules of the present invention. 

The nucleic acid molecules are also useful for designing ribozymes corresponding to 
all, or a part, of the mRNA produced from the nucleic acid molecules described herein. 

The nucleic acid molecules are also useful for constructing host cells expressing a 
part, or all, of the nucleic acid molecules and peptides. Moreover, the nucleic acid 
molecules are useful for constructing transgenic animals wherein a homolog of the nucleic 
acid molecule has been "knocked-out" of the animal's genome. 

The nucleic acid molecules are also useful for constructing transgenic animals 
expressing all, or a part, of the nucleic acid molecules and peptides. 

The nucleic acid molecules are also useful for making vectors that express part, or 
all, of the peptides. 

The nucleic acid molecules are also useful as hybridization probes for determining 
the presence, level, form, and distribution of nucleic acid expression. Experimental data as 
provided in Figure 1 indicates that Ras-like proteins of the present invention are expressed 
in the brain and in tumors, as indicated by virtual northern blot analysis. In addition, PCR- 
based tissue screening panels indicate expression in fetal brain. Accordingly, the probes can 
be used to detect the presence of, or to determine levels of, a specific nucleic acid molecule 
in cells, tissues, and in organisms. The nucleic acid whose level is determined can be DNA 
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or RNA. Accordingly, probes corresponding to the peptides described herein can be used to 
assess expression and/or gene copy number in a given cell, tissue, or organism. These uses 
are relevant for diagnosis of disorders involving an increase or decrease in Ras-like protein 
expression relative to normal results. 

In vitro techniques for detection ofmRNA include Northern hybridizations and in 
situ hybridizations. In vitro techniques for detecting DNA include Southern hybridizations 
and in situ hybridization. 

Probes can be used as a part of a diagnostic test kit for identifying cells or tissues 
that express a Ras-like protein, such as by measuring a level of a receptor-encoding nucleic 
acid in a sample of cells from a subject e.g., mRNA or genomic DNA, or determining if a 
receptor gene has been mutated. Experimental data as provided in Figure 1 indicates that 
Ras-like proteins of the present invention are expressed in the brain and in tumors, as 
indicated by virtual northern blot analysis. In addition, PCR-based tissue screening panels 
indicate expression in fetal brain. 

Nucleic acid expression assays are useful for drug screening to identify compounds 
that modulate Ras-like protein nucleic acid expression. 

The invention thus provides a method for identifying a compound that can be used 
to treat a disorder associated with nucleic acid expression of the Ras-like protein gene, 
particularly biological and pathological processes that are mediated by the Ras-like protein 
in cells and tissues that express it. Experimental data as provided in Figure 1 indicates 
expression in the brain and in tumors. The method typically includes assaying the ability of 
the compound to modulate the expression of the Ras-like protein nucleic acid and thus 
identifying a compound that can be used to treat a disorder characterized by undesired Ras- 
like protein nucleic acid expression. The assays can be performed in cell-based and cell-free 
systems. Cell-based assays include cells naturally expressing the Ras-like protein nucleic 
acid or recombinant cells genetically engineered to express specific nucleic acid sequences. 

The assay for Ras-like protein nucleic acid expression can involve direct assay of 
nucleic acid levels, such as mRNA levels, or on collateral compounds involved in the signal 
pathway. Further, the expression of genes that are up- or down-regulated in response to the 
Ras-like protein signal pathway can also be assayed. In this embodiment the regulatory 
regions of these genes can be operably linked to a reporter gene such as luciferase. 
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Thus, modulators of Ras-like protein gene expression can be identified in a method 
wherein a cell is contacted with a candidate compound and the expression of mRNA 
determined. The level of expression of Ras-like protein mRNA in the presence of the 
candidate compound is compared to the level of expression of Ras-like protein mRNA in the 
absence of the candidate compound. The candidate compound can then be identified as a 
modulator of nucleic acid expression based on this comparison and be used, for example to 
treat a disorder characterized by aberrant nucleic acid expression. When expression of 
mRNA is statistically significantly greater in the presence of the candidate compound than 
in its absence, the candidate compound is identified as a stimulator of nucleic acid 
expression. When nucleic acid expression is statistically significantly less in the presence of 
the candidate compound than in its absence, the candidate compound is identified as an 
inhibitor of nucleic acid expression. 

The invention further provides methods of treatment, with the nucleic acid as a 
target, using a compound identified through drug screening as a gene modulator to modulate 
Ras-like protein nucleic acid expression in cells and tissues that express the Ras-like protein. 
Experimental data as provided in Figure 1 indicates that Ras-like proteins of the present 
invention are expressed in the brain and in tumors, as indicated by virtual northern blot 
analysis. In addition, PCR-based tissue screening panels indicate expression in fetal brain. 
Modulation includes both up-regulation (i.e. activation or agonization) or down-regulation 
(suppression or antagonization) of nucleic acid expression. 

Alternatively, a modulator for Ras-like protein nucleic acid expression can be a 
small molecule or drug identified using the screening assays described herein as long as the 
drug or small molecule inhibits the Ras-like protein nucleic acid expression in the cells and 
tissues that express the protein. Experimental data as provided in Figure 1 indicates 
expression in the brain and in tumors. 

The nucleic acid molecules are also useful for monitoring the effectiveness of 
modulating compounds on the expression or activity of the Ras-like protein gene in clinical 
trials or in a treatment regimen. Thus, the gene expression pattern can serve as a barometer 
for the continuing effectiveness of treatment with the compound, particularly with 
compounds to which a patient can develop resistance. The gene expression pattern can also 
serve as a marker indicative of a physiological response of the affected cells to the 
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compound. Accordingly, such monitoring would allow either increased administration of 
the compound or the administration of alternative compounds to which the patient has not 
become resistant. Similarly, if the level of nucleic acid expression falls below a desirable 
level, administration of the compound could be commensurately decreased. 

The nucleic acid molecules are also useful in diagnostic assays for qualitative 
changes in Ras-like protein nucleic acid, and particularly in qualitative changes that lead to 
pathology. The nucleic acid molecules can be used to detect mutations in Ras-like protein 
genes and gene expression products such as mRNA. The nucleic acid molecules can be 
used as hybridization probes to detect naturally occurring genetic mutations in the Ras-like 
protein gene and thereby to determine whether a subject with the mutation is at risk for a 
disorder caused by the mutation. Mutations include deletion, addition, or substitution of one 
or more nucleotides in the gene, chromosomal rearrangement, such as inversion or 
transposition, modification of genomic DNA, such as aberrant methylation patterns, or 
changes in gene copy number, such as amplification. Detection of a mutated form of the 
Ras-like protein gene associated with a dysfunction provides a diagnostic tool for an active 
disease or susceptibility to disease when the disease results from overexpression, 
underexpression, or altered expression of a Ras-like protein. 

Individuals carrying mutations in the Ras-like protein gene can be detected at the 
nucleic acid level by a variety of techniques. Figure 3 provides information on SNPs that 
have been found in the gene encoding the Ras-like protein of the present invention. SNPs 
were identified at 20 different nucleotide positions. Some of these SNPs that are located 
outside the ORF and in introns may affect gene transcription. The gene encoding the novel 
Ras-like protein of the present invention is located on a genome component that has been 
mapped to human chromosome 14 (as indicated in Figure 3), which is supported by multiple 
lines of evidence, such as STS and BAC map data. Genomic DNA can be analyzed directly 
or can be amplified by using PCR prior to analysis. RNA or cDNA can be used in the same 
way. In some uses, detection of the mutation involves the use of a probe/primer in a 
polymerase chain reaction (PCR) (see, e.g. U.S. Patent Nos. 4,683,195 and 4,683,202), such 
as anchor PCR or RACE PCR, or, alternatively, in a ligation chain reaction (LCR) (see, e.g., 
Landegran et al 9 Science 247:1077-1080 (1988); and Nakazawa et aU PNAS 97:360-364 
(1994)), the latter of which can be particularly useful for detecting point mutations in the 
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gene (see Abravaya et ah, Nucleic Acids Res. 23:675-682 (1995)). This method can include 
the steps of collecting a sample of cells from a patient, isolating nucleic acid (e.g., genomic, 
mRNA or both) from the cells of the sample, contacting the nucleic acid sample with one or 
more primers which specifically hybridize to a gene under conditions such that 
hybridization and amplification of the gene (if present) occurs, and detecting the presence or 
absence of an amplification product, or detecting the size of the amplification product and 
comparing the length to a control sample. Deletions and insertions can be detected by a 
change in size of the amplified product compared to the normal genotype. Point mutations 
can be identified by hybridizing amplified DNA to normal RNA or antisense DNA 
sequences. 

Alternatively, mutations in a Ras-like protein gene can be directly identified, for 
example, by alterations in restriction enzyme digestion patterns determined by gel 
electrophoresis. 

Further, sequence-specific ribozymes (U.S. Patent No. 5,498,531) can be used to 
score for the presence of specific mutations by development or loss of a ribozyme cleavage 
site. Perfectly matched sequences can be distinguished from mismatched sequences by 
nuclease cleavage digestion assays or by differences in melting temperature. 

Sequence changes at specific locations can also be assessed by nuclease protection 
assays such as RNase and SI protection or the chemical cleavage method. Furthermore, 
sequence differences between a mutant Ras-like protein gene and a wild-type gene can be 
determined by direct DNA sequencing. A variety of automated sequencing procedures can 
be utilized when performing the diagnostic assays (Naeve, C.W., Biotechniques 79:448 
(1995)), including sequencing by mass spectrometry (see, e.g., PCT International 
Publication No. WO 94/16101; Cohen et al, Adv. Chromatogr. 35:127-162 (1996); and 
Griffin et a/., Appl Biochem. Biotechnol 35:147-159 (1993)). 

Other methods for detecting mutations in the gene include methods in which 
protection from cleavage agents is used to detect mismatched bases in RNA/RNA or 
RNA/DNA duplexes (Myers et al 9 Science 230:1242 (1985)); Cotton et al 9 PNAS 55:4397 
(1988); Saleeba et al 9 Meth. Enzymol 21 7:286-295 (1992)), electrophoretic mobility of 
mutant and wild type nucleic acid is compared (Orita et aL 9 PNAS 86:2766 (1989); Cotton et 
al.,Mutat. Res. 255:125-144 (1993); and Hayashi et al 9 Genet Anal Tech. Appl. P:73-79 



40 



CL001188 



(1992)), and movement of mutant or wild-type fragments in polyacrylamide gels containing 
a gradient of denaturant is assayed using denaturing gradient gel electrophoresis (Myers et 
aL 9 Nature 313:495 (1 985)). Examples of other techniques for detecting point mutations 
include, selective oligonucleotide hybridization, selective amplification, and selective primer 
extension. 

The nucleic acid molecules are also useful for testing an individual for a genotype 
that while not necessarily causing the disease, nevertheless affects the treatment modality. 
Thus, the nucleic acid molecules can be used to study the relationship between an 
individual's genotype and the individual's response to a compound used for treatment 
(pharmacogenomic relationship). Accordingly, the nucleic acid molecules described herein 
can be used to assess the mutation content of the Ras-like protein gene in an individual in 
order to select an appropriate compound or dosage regimen for treatment. Figure 3 provides 
information on SNPs that have been found in the gene encoding the Ras-like protein of the 
present invention. SNPs were identified at 20 different nucleotide positions. Some of these 
SNPs that are located outside the ORF and in introns may affect gene transcription. 

Thus nucleic acid molecules displaying genetic variations that affect treatment 
provide a diagnostic target that can be used to tailor treatment in an individual. 
Accordingly, the production of recombinant cells and animals containing these 
polymorphisms allow effective clinical design of treatment compounds and dosage 
regimens. 

The nucleic acid molecules are thus useful as antisense constructs to control Ras-like 
protein gene expression in cells, tissues, and organisms. A DNA antisense nucleic acid 
molecule is designed to be complementary to a region of the gene involved in transcription, 
preventing transcription and hence production of Ras-like protein. An antisense RNA or 
DNA nucleic acid molecule would hybridize to the mRNA and thus block translation of 
mRNA into Ras-like protein. 

Alternatively, a class of antisense molecules can be used to inactivate mRNA in 
order to decrease expression of Ras-like protein nucleic acid. Accordingly, these molecules 
can treat a disorder characterized by abnormal or undesired Ras-like protein nucleic acid 
expression. This technique involves cleavage by means of ribozymes containing nucleotide 
sequences complementary to one or more regions in the mRNA that attenuate the ability of 
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the mRNA to be translated. Possible regions include coding regions and particularly coding 
regions corresponding to the catalytic and other functional activities of the Ras-like protein, 
such as ligand binding. 

The nucleic acid molecules also provide vectors for gene therapy in patients 
containing cells that are aberrant in Ras-like protein gene expression. Thus, recombinant 
cells, which include the patient's cells that have been engineered ex vivo and returned to the 
patient, are introduced into an individual where the cells produce the desired Ras-like 
protein to treat the individual. 

The invention also encompasses kits for detecting the presence of a Ras-like protein 
nucleic acid in a biological sample. Experimental data as provided in Figure 1 indicates that 
Ras-like proteins of the present invention are expressed in the brain and in tumors, as 
indicated by virtual northern blot analysis. In addition, PCR-based tissue screening panels 
indicate expression in fetal brain. For example, the kit can comprise reagents such as a 
labeled or labelable nucleic acid or agent capable of detecting Ras-like protein nucleic acid 
in a biological sample; means for determining the amount of Ras-like protein nucleic acid in 
the sample; and means for comparing the amount of Ras-like protein nucleic acid in the 
sample with a standard. The compound or agent can be packaged in a suitable container. 
The kit can further comprise instructions for using the kit to detect Ras-like protein mRNA 
orDNA. 

Nucleic Acid Arrays 

The present invention further provides arrays or microarrays of nucleic acid 
molecules that are based on the sequence information provided in Figures 1 and 3 (SEQ 
IDNOS:l and 3). 

As used herein "Arrays" or "Microarrays" refers to an array of distinct 
polynucleotides or oligonucleotides synthesized on a substrate, such as paper, nylon or 
other type of membrane, filter, chip, glass slide, or any other suitable solid support. In 
one embodiment, the microarray is prepared and used according to the methods described 
in US Patent 5,837,832, Chee et al., PCT application W095/1 1995 (Chee et al.), 
Lockhart, D. J. et al. (1996; Nat. Biotech. 14: 1675-1680) and Schena, M. et al (1996; 
Proc. Natl. Acad. Sci. 93: 10614-10619), all of which are incorporated herein in their 



42 



CL001188 



entirety by reference. In other embodiments, such arrays are produced by the methods 
described by Brown et. aL, US Patent No. 5,807,522. 

The microarray is preferably composed of a large number of unique, single- 
stranded nucleic acid sequences, usually either synthetic antisense oligonucleotides or 
fragments of cDNAs, fixed to a solid support. The oligonucleotides are preferably about 
6-60 nucleotides in length, more preferably 15-30 nucleotides in length, and most 
preferably about 20-25 nucleotides in length. For a certain type of microarray, it may be 
preferable to use oligonucleotides that are only 7-20 nucleotides in length. The 
microarray may contain oligonucleotides that cover the known 5 r , or 3\ sequence, 
sequential oligonucleotides that cover the full-length sequence; or unique 
oligonucleotides selected from particular areas along the length of the sequence. 
Polynucleotides used in the microarray may be oligonucleotides that are specific to a 
gene or genes of interest. 

In order to produce oligonucleotides to a known sequence for a microarray, the 
gene(s) of interest (or an ORF identified from the contigs of the present invention) is 
typically examined using a computer algorithm that starts at the 5' or at the 3' end of the 
nucleotide sequence. Typical algorithms will then identify oligomers of defined length 
that are unique to the gene, have a GC content within a range suitable for hybridization, 
and lack predicted secondary structure that may interfere with hybridization. In certain 
situations it may be appropriate to use pairs of oligonucleotides on a microarray. The 
"pairs" will be identical, except for one nucleotide that preferably is located in the center 
of the sequence. The second oligonucleotide in the pair (mismatched by one) serves as a 
control. The number of oligonucleotide pairs may range from two to one million. The 
oligomers are synthesized at designated areas on a substrate using a light-directed 
chemical process. The substrate may be paper, nylon or other type of membrane, filter, 
chip, glass slide or any other suitable solid support. 

In another aspect, an oligonucleotide may be synthesized on the surface of the 
substrate by using a chemical coupling procedure and an ink jet application apparatus, as 
described in PCT application W095/251 1 16 (Baldeschweiler et al.) which is incorporated 
herein in its entirety by reference. In another aspect, a "gridded" array analogous to a dot 
(or slot) blot may be used to arrange and link cDNA fragments or oligonucleotides to the 
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surface of a substrate using a vacuum system, thermal, UV, mechanical or chemical 
bonding procedures. An array, such as those described above, may be produced by hand 
or by using available devices (slot blot or dot blot apparatus), materials (any suitable 
solid support), and machines (including robotic instruments), and may contain 8, 24, 96, 
384, 1 536, 6144 or more oligonucleotides, or any other number between two and one 
million which lends itself to the efficient use of commercially available instrumentation. 

In order to conduct sample analysis using a microarray, the RNA or DNA from a 
biological sample is made into hybridization probes. The mRNA is isolated, and cDNA is 
produced and used as a template to make antisense RNA (aRNA). The aRNA is 
amplified in the presence of fluorescent nucleotides, and labeled probes are incubated 
with the microarray so that the probe sequences hybridize to complementary 
oligonucleotides of the microarray. Incubation conditions are adjusted so that 
hybridization occurs with precise complementary matches or with various degrees of less 
complementarity. After removal of nonhybridized probes, a scanner is used to determine 
the levels and patterns of fluorescence. The scanned images are examined to determine 
degree of complementarity and the relative abundance of each oligonucleotide sequence 
on the microarray. The biological samples may be obtained from any bodily fluids (such 
as blood, urine, saliva, phlegm, gastric juices, etc.), cultured cells, biopsies, or other 
tissue preparations. A detection system may be used to measure the absence, presence, 
and amount of hybridization for all of the distinct sequences simultaneously. This data 
may be used for large-scale correlation studies on the sequences, expression patterns, 
mutations, variants, or polymorphisms among samples. 

Using such arrays, the present invention provides methods to identify the 
expression of one or more of the proteins/peptides of the present invention. In detail, 
such methods comprise incubating a test sample with one or more nucleic acid molecules 
and assaying for binding of the nucleic acid molecule with components within the test 
sample. Such assays will typically involve arrays comprising many genes, at least one of 
which is a gene of the present invention. Figure 3 provides information on SNPs that 
have been found in the gene encoding the Ras-like protein of the present invention. SNPs 
were identified at 20 different nucleotide positions. Some of these SNPs that are located 
outside the ORF and in introns may affect gene transcription. 
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Conditions for incubating a nucleic acid molecule with a test sample vary. 
Incubation conditions depend on the format employed in the assay, the detection methods 
employed, and the type and nature of the nucleic acid molecule used in the assay. One 
skilled in the art will recognize that any one of the commonly available hybridization, 
amplification or array assay formats can readily be adapted to employ the novel 
fragments of the human genome disclosed herein. Examples of such assays can be found 
in Chard, T, An Introduction to Radioimmunoassay and Related Techniques, Elsevier 
Science Publishers, Amsterdam, The Netherlands (1986); Bullock, G. R. et al, 
Techniques in Immunocytochemistry, Academic Press, Orlando, FL Vol. 1 (1 982), Vol. 
2 (1983), Vol. 3 (1985); Tijssen, P., Practice and Theory of Enzyme Immunoassays: 
Laboratory Techniques in Biochemistry and Molecular Biology, Elsevier Science 
Publishers, Amsterdam, The Netherlands (1985). 

The test samples of the present invention include cells, protein or membrane 
extracts of cells. The test sample used in the above-described method will vary based on 
the assay format, nature of the detection method and the tissues, cells or extracts used as 
the sample to be assayed. Methods for preparing nucleic acid extracts or of cells are well 
known in the art and can be readily be adapted in order to obtain a sample that is 
compatible with the system utilized. 

In another embodiment of the present invention, kits are provided which contain 
the necessary reagents to carry out the assays of the present invention. 

Specifically, the invention provides a compartmentalized kit to receive, in close 
confinement, one or more containers which comprises: (a) a first container comprising 
one of the nucleic acid molecules that can bind to a fragment of the human genome 
disclosed herein; and (b) one or more other containers comprising one or more of the 
following: wash reagents, reagents capable of detecting presence of a bound nucleic acid. 
Preferred kits will include chips that are capable of detecting the expression of 10 or 
more, 100 or more, or 500 or more, 1000 or more, or all of the genes expressed in 
Human. 

In detail, a compartmentalized kit includes any kit in which reagents are contained 
in separate containers. Such containers include small glass containers, plastic containers, 
strips of plastic, glass or paper, or arraying material such as silica. Such containers 
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allows one to efficiently transfer reagents from one compartment to another compartment 
such that the samples and reagents are not cross-contaminated, and the agents or solutions 
of each container can be added in a quantitative fashion from one compartment to 
another. Such containers will include a container which will accept the test sample, a 
container which contains the nucleic acid probe, containers which contain wash reagents 
(such as phosphate buffered saline, Tris-buffers, etc.), and containers which contain the 
reagents used to detect the bound probe. One skilled in the art will readily recognize that 
the previously unidentified Ras-like protein genes of the present invention can be 
routinely identified using the sequence information disclosed herein can be readily 
incorporated into one of the established kit formats which are well known in the art, 
particularly expression arrays. 

Vectors/host cells 

The invention also provides vectors containing the nucleic acid molecules described 
herein. The term "vector" refers to a vehicle, preferably a nucleic acid molecule, which can 
transport the nucleic acid molecules. When the vector is a nucleic acid molecule, the 
nucleic acid molecules are covalently linked to the vector nucleic acid. With this aspect of 
the invention, the vector includes a plasmid, single or double stranded phage, a single or 
double stranded RNA or DNA viral vector, or artificial chromosome, such as a B AC, P AC, 
YAC, OR MAC. 

A vector can be maintained in the host cell as an extrachromosomal element where it 
replicates and produces additional copies of the nucleic acid molecules. Alternatively, the 
vector may integrate into the host cell genome and produce additional copies of the nucleic 
acid molecules when the host cell replicates. 

The invention provides vectors for the maintenance (cloning vectors) or vectors for 
expression (expression vectors) of the nucleic acid molecules. The vectors can function in 
procaryotic or eukaryotic cells or in both (shuttle vectors). 

Expression vectors contain cis-acting regulatory regions that are operably linked in 
the vector to the nucleic acid molecules such that transcription of the nucleic acid molecules 
is allowed in a host cell. The nucleic acid molecules can be introduced into the host cell 
with a separate nucleic acid molecule capable of affecting transcription. Thus, the second 
nucleic acid molecule may provide a trans-acting factor interacting with the cis-regulatory 
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control region to allow transcription of the nucleic acid molecules from the vector. 
Alternatively, a trans-acting factor may be supplied by the host cell. Finally, a trans-acting 
factor can be produced from the vector itself. It is understood, however, that in some 
embodiments, transcription and/or translation of the nucleic acid molecules can occur in a 
cell-free system. 

The regulatory sequence to which the nucleic acid molecules described herein can 
be operably linked include promoters for directing mRNA transcription. These include, but 
are not limited to, the left promoter from bacteriophage X, the lac, TRP, and TAC promoters 
from E. coli, the early and late promoters from SV40, the CMV immediate early promoter, 
the adenovirus early and late promoters, and retrovirus long-terminal repeats. 

In addition to control regions that promote transcription, expression vectors may also 
include regions that modulate transcription, such as repressor binding sites and enhancers. 
Examples include the SV40 enhancer, the cytomegalovirus immediate early enhancer, 
polyoma enhancer, adenovirus enhancers, and retrovirus LTR enhancers. 

In addition to containing sites for transcription initiation and control, expression 
vectors can also contain sequences necessary for transcription termination and, in the 
transcribed region a ribosome binding site for translation. Other regulatory control elements 
for expression include initiation and termination codons as well as polyadenylation signals. 
The person of ordinary skill in the art would be aware of the numerous regulatory sequences 
that are useful in expression vectors. Such regulatory sequences are described, for example, 
in Sambrook et al, Molecular Cloning: A Laboratory Manual. 2nd. ed., Cold Spring Harbor 
Laboratory Press, Cold Spring Harbor, NY, (1989). 

A variety of expression vectors can be used to express a nucleic acid molecule. 
Such vectors include chromosomal, episomal, and virus-derived vectors, for example 
vectors derived from bacterial plasmids, from bacteriophage, from yeast episomes, from 
yeast chromosomal elements, including yeast artificial chromosomes, from viruses such as 
baculoviruses, papovaviruses such as SV40, Vaccinia viruses, adenoviruses, poxviruses, 
pseudorabies viruses, and retroviruses. Vectors may also be derived from combinations of 
these sources such as those derived from plasmid and bacteriophage genetic elements, e.g. 
cosmids and phagemids. Appropriate cloning and expression vectors for prokaryotic and 
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eukaryotic hosts are described in Sambrook et aL, Molecular Cloning: A Laboratory 
Manual 2nd. ed., Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY, (1989). 

The regulatory sequence may provide constitutive expression in one or more host 
cells (i.e. tissue specific) or may provide for inducible expression in one or more cell types 
such as by temperature, nutrient additive, or exogenous factor such as a hormone or other 
ligand. A variety of vectors providing for constitutive and inducible expression in 
prokaryotic and eukaryotic hosts are well known to those of ordinary skill in the art. 

The nucleic acid molecules can be inserted into the vector nucleic acid by well- 
known methodology. Generally, the DNA sequence that will ultimately be expressed is 
joined to an expression vector by cleaving the DNA sequence and the expression vector 
with one or more restriction enzymes and then ligating the fragments together. Procedures 
for restriction enzyme digestion and ligation are well known to those of ordinary skill in the 
art. 

The vector containing the appropriate nucleic acid molecule can be introduced into 
an appropriate host cell for propagation or expression using well-known techniques. 
Bacterial cells include, but are not limited to, E. coli, Streptomyces, and Salmonella 
typhimurium. Eukaryotic cells include, but are not limited to, yeast, insect cells such as 
Drosophila, animal cells such as COS and CHO cells, and plant cells. 

As described herein, it may be desirable to express the peptide as a fusion protein. 
Accordingly, the invention provides fusion vectors that allow for the production of the 
peptides. Fusion vectors can increase the expression of a recombinant protein, increase the 
solubility of the recombinant protein, and aid in the purification of the protein by acting for 
example as a ligand for affinity purification. A proteolytic cleavage site may be introduced 
at the junction of the fusion moiety so that the desired peptide can ultimately be separated 
from the fusion moiety. Proteolytic enzymes include, but are not limited to, factor Xa, 
thrombin, and enteroRas-like protein. Typical fusion expression vectors include pGEX 
(Smith et aL, Gene 67:3 1-40 (1988)), pMAL (New England Biolabs, Beverly, MA) and 
pRTT5 (Pharmacia, Piscataway, NJ) which fuse glutathione S-transferase (GST), maltose E 
binding protein, or protein A, respectively, to the target recombinant protein. Examples of 
suitable inducible non-fusion E. coli expression vectors include pTrc (Amann et aL, Gene 
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69:301-315 (1988)) and pET 1 Id (Studier et al, Gene Expression Technology: Methods in 
Enzymology 185-.60-S9 (1990)). 

Recombinant protein expression can be maximized in a host bacteria by providing a 
genetic background wherein the host cell has an impaired capacity to proteolytically cleave 
the recombinant protein. (Gottesman, S., Gene Expression Technology: Methods in 
Enzymology 185, Academic Press, San Diego, California (1990) 1 19-128). Alternatively, 
the sequence of the nucleic acid molecule of interest can be altered to provide preferential 
codon usage for a specific host cell, for example E. coll (Wada et al, Nucleic Acids Res. 
20:2111-2118(1992)). 

The nucleic acid molecules can also be expressed by expression vectors that are 
operative in yeast. Examples of vectors for expression in yeast e.g., S. cerevisiae include 
pYepSecl (Baldari, et al, EMBOJ. 6:229-234 (1987)), pMFa (Kurjan et al, Cell 30:933- 
943(1982)), pJRY88 (Schultz et al, Gene 54: 1 13-123 (1987)), and pYES2 (Invitrogen 
Corporation, San Diego, CA). 

The nucleic acid molecules can also be expressed in insect cells using, for example, 
baculovirus expression vectors. Baculovirus vectors available for expression of proteins in 
cultured insect cells (e.g., Sf 9 cells) include the pAc series (Smith et al, Mol Cell Biol. 
5:2156-2165 (1983)) and the pVL series (Lucklow etal, Virology 170:31-39 (1989)). 

In certain embodiments of the invention, the nucleic acid molecules described herein 
are expressed in mammalian cells using mammalian expression vectors. Examples of 
mammalian expression vectors include pCDM8 (Seed, B. Nature 329:840(1987)) and 
pMT2PC (Kaufman et al, EMBOJ. 6:187-195 (1987)). 

The expression vectors listed herein are provided by way of example only of the 
well-known vectors available to those of ordinary skill in the art that would be useful to 
express the nucleic acid molecules. The person of ordinary skill in the art would be aware 
of other vectors suitable for maintenance, propagation, or expression of the nucleic acid 
molecules described herein. These are found for example in Sambrook, J., Fritsh, E. F., and 
Maniatis, T. Molecular Cloning: A Laboratory Manual. 2nd, ed., Cold Spring Harbor 
Laboratory, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY, 1989. 

The invention also encompasses vectors in which the nucleic acid sequences 
described herein are cloned into the vector in reverse orientation, but operably linked to a 
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regulatory sequence that permits transcription of antisense RNA. Thus, an antisense 
transcript can be produced to all, or to a portion, of the nucleic acid molecule sequences 
described herein, including both coding and non-coding regions. Expression of this 
antisense RNA is subject to each of the parameters described above in relation to expression 
of the sense RNA (regulatory sequences, constitutive or inducible expression, tissue-specific 
expression). 

The invention also relates to recombinant host cells containing the vectors described 
herein. Host cells therefore include prokaryotic cells, lower eukaryotic cells such as yeast, 
other eukaryotic cells such as insect cells, and higher eukaryotic cells such as mammalian 
cells. 

The recombinant host cells are prepared by introducing the vector constructs 
described herein into the cells by techniques readily available to the person of ordinary skill 
in the art. These include, but are not limited to, calcium phosphate transfection, DEAE- 
dextran-mediated transfection, cationic lipid-mediated transfection, electroporation, 
transduction, infection, lipofection, and other techniques such as those found in Sambrook, 
et al {Molecular Cloning: A Laboratory Manual 2nd, ed y Cold Spring Harbor 
Laboratory, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY, 1989). 

Host cells can contain more than one vector. Thus, different nucleotide sequences 
can be introduced on different vectors of the same cell. Similarly, the nucleic acid 
molecules can be introduced either alone or with other nucleic acid molecules that are not 
related to the nucleic acid molecules such as those providing trans-acting factors for 
expression vectors. When more than one vector is introduced into a cell, the vectors can be 
introduced independently, co-introduced, or joined to the nucleic acid molecule vector. 

In the case of bacteriophage and viral vectors, these can be introduced into cells as 
packaged or encapsulated virus by standard procedures for infection and transduction. Viral 
vectors can be replication-competent or replication-defective. In the case in which viral 
replication is defective, replication will occur in host cells providing functions that 
complement the defects. 

Vectors generally include selectable markers that enable the selection of the 
subpopulation of cells that contain the recombinant vector constructs. The marker can be 
contained in the same vector that contains the nucleic acid molecules described herein or 
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may be on a separate vector. Markers include tetracycline or ampicillin-resistance genes for 
prokaryotic host cells and dihydrofolate reductase or neomycin resistance for eukaryotic 
host cells. However, any marker that provides selection for a phenotypic trait will be 
effective. 

While the mature proteins can be produced in bacteria, yeast, mammalian cells, and 
other cells under the control of the appropriate regulatory sequences, cell- free transcription 
and translation systems can also be used to produce these proteins using RNA derived from 
the DNA constructs described herein. 

Where secretion of the peptide is desired, which is difficult to achieve with multi- 
transmembrane domain containing proteins such as kinases, appropriate secretion signals are 
incorporated into the vector. The signal sequence can be endogenous to the peptides or 
heterologous to these peptides. 

Where the peptide is not secreted into the medium, which is typically the case with 
kinases, the protein can be isolated from the host cell by standard disruption procedures, 
including freeze thaw, sonication, mechanical disruption, use of lysing agents and the like. 
The peptide can then be recovered and purified by well-known purification methods 
including ammonium sulfate precipitation, acid extraction, anion or cationic exchange 
chromatography, phosphocellulose chromatography, hydrophobic-interaction 
chromatography, affinity chromatography, hydroxylapatite chromatography, lectin 
chromatography, or high performance liquid chromatography. 

It is also understood that depending upon the host cell in recombinant production of 
the peptides described herein, the peptides can have various glycosylation patterns, 
depending upon the cell, or maybe non-glycosylated as when produced in bacteria. In 
addition, the peptides may include an initial modified methionine in some cases as a result 
of a host-mediated process. 

Uses of vectors and host cells 

The recombinant host cells expressing the peptides described herein have a variety 
of uses. First, the cells are useful for producing a Ras-like protein polypeptide that can be 
further purified to produce desired amounts of Ras-like protein or fragments. Thus, host 
cells containing expression vectors are useful for peptide production. 
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Host cells are also useful for conducting cell-based assays involving the Ras-like 
protein or Ras-like protein fragments. Thus, a recombinant host cell expressing a native 
Ras-like protein is useful for assaying compounds that stimulate or inhibit Ras-like protein 
function. 

Host cells are also useful for identifying Ras-like protein mutants in which these 
functions are affected. If the mutants naturally occur and give rise to a pathology, host cells 
containing the mutations are useful to assay compounds that have a desired effect on the 
mutant Ras-like protein (for example, stimulating or inhibiting function) which may not be 
indicated by their effect on the native Ras-like protein. 

Genetically engineered host cells can be further used to produce non-human 
transgenic animals. A transgenic animal is preferably a mammal, for example a rodent, such 
as a rat or mouse, in which one or more of the cells of the animal include a transgene. A 
transgene is exogenous DNA which is integrated into the genome of a cell from which a 
transgenic animal develops and which remains in the genome of the mature animal in one or 
more cell types or tissues of the transgenic animal. These animals are useful for studying 
the function of a Ras-like protein and identifying and evaluating modulators of Ras-like 
protein activity. Other examples of transgenic animals include non-human primates, sheep, 
dogs, cows, goats, chickens, and amphibians. 

A transgenic animal can be produced by introducing nucleic acid into the male 
pronuclei of a fertilized oocyte, e.g., by microinjection, retroviral infection, and allowing the 
oocyte to develop in a pseudopregnant female foster animal. Any of the Ras-like protein 
nucleotide sequences can be introduced as a transgene into the genome of a non-human 
animal, such as a mouse. 

Any of the regulatory or other sequences useful in expression vectors can form part 
of the transgenic sequence. This includes intronic sequences and polyadenylation signals, if 
not already included. A tissue-specific regulatory sequence(s) can be operably linked to the 
transgene to direct expression of the Ras-like protein to particular cells. 

Methods for generating transgenic animals via embryo manipulation and 
microinjection, particularly animals such as mice, have become conventional in the art and 
are described, for example, in U.S. Patent Nos. 4,736,866 and 4,870,009, both by Leder et 
al, U.S. Patent No. 4,873,191 by Wagner et ah and in Hogan, B., Manipulating the Mouse 
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Embryo, (Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., 1986). Similar 
methods are used for production of other transgenic animals. A transgenic founder animal 
can be identified based upon the presence of the transgene in its genome and/or expression 
of transgenic mRNA in tissues or cells of the animals. A transgenic founder animal can then 
be used to breed additional animals carrying the transgene. Moreover, transgenic animals 
carrying a transgene can further be bred to other transgenic animals carrying other 
transgenes. A transgenic animal also includes animals in which the entire animal or tissues 
in the animal have been produced using the homologously recombinant host cells described 
herein. 

In another embodiment, transgenic non-human animals can be produced which 
contain selected systems which allow for regulated expression of the transgene. One 
example of such a system is the cre/loxP recombinase system of bacteriophage PI . For a 
description of the cre/loxP recombinase system, see, e.g., Lakso et al PNAS 59:6232-6236 
(1992). Another example of a recombinase system is the FLP recombinase system of S. 
cerevisiae (O'Gomian et al Science 257:1351-1355 (1991). If a cre/loxP recombinase 
system is used to regulate expression of the transgene, animals containing transgenes 
encoding both the Ore recombinase and a selected protein is required. Such animals can be 
provided through the construction of "double" transgenic animals, e.g., by mating two 
transgenic animals, one containing a transgene encoding a selected protein and the other 
containing a transgene encoding a recombinase. 

Clones of the non-human transgenic animals described herein can also be produced 
according to the methods described in Wilmut, I. et al Nature 355:810-813 (1997) and PCT 
International Publication Nos. WO 97/07668 and WO 97/07669. In brief, a cell, e.g., a 
somatic cell, from the transgenic animal can be isolated and induced to exit the growth cycle 
and enter G 0 phase. The quiescent cell can then be fused, e.g., through the use of electrical 
pulses, to an enucleated oocyte from an animal of the same species from which the 
quiescent cell is isolated. The reconstructed oocyte is then cultured such that it develops to 
morula or blastocyst and then transferred to pseudopregnant female foster animal. The 
offspring born of this female foster animal will be a clone of the animal from which the cell, 
e.g., the somatic cell, is isolated. 



53 



CL001188 



Transgenic animals containing recombinant cells that express the peptides 
described herein are useful to conduct the assays described herein in an in vivo context. 
Accordingly, the various physiological factors that are present in vivo and that could 
effect ligand binding, Ras-like protein activation, and signal transduction, may not be 
evident from in vitro cell-free or cell-based assays. Accordingly, it is useful to provide 
non-human transgenic animals to assay in vivo Ras-like protein function, including ligand 
interaction, the effect of specific mutant Ras-like proteins on Ras-like protein function 
and ligand interaction, and the effect of chimeric Ras-like proteins. It is also possible to 
assess the effect of null mutations, which is mutations that substantially or completely 
eliminate one or more Ras-like protein functions. 

All publications and patents mentioned in the above specification are herein 
incorporated by reference. Various modifications and variations of the described method 
and system of the invention will be apparent to those skilled in the art without departing 
from the scope and spirit of the invention. Although the invention has been described in 
connection with specific preferred embodiments, it should be understood that the 
invention as claimed should not be unduly limited to such specific embodiments. Indeed, 
various modifications of the above-described modes for carrying out the invention, which 
are obvious to those skilled in the field of molecular biology or related fields, are 
intended to be within the scope of the following claims. 
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SEQUENCE LISTING 

<110> YE, Jane et al . 

<120> ISOLATED HUMAN RAS-LIKE PROTEINS, 

NUCLEIC ACID MOLECULES ENCODING THESE HUMAN RAS-LIKE 
PROTEINS, AND USES THEREOF 

<130> CL001188 

<160> 5 

<170> FastSEQ for Windows Version 4.0 

<210> 1 
<211> 3257 
<212> DNA 
<213> Human 

<400> 1 

tgcccgctgc ccgcccgcag ttcccggccc cgctggcccc agtcatggcg aagcagtacg 60 
atgtgctgtt ccggctgctg ctgatcgggg actccggggt gggcaagacc tgcctgctgt 12 0 
gccgcttcac cgacaacgag ttccactcct cgcacatctc caccatcggt gttgacttta 180 
agatgaagac catagaggta gacggcatca aagtgcggat acagatctgg gacactgcag 240 
ggcaggagag ataccagacc atcacaaagc agtactatcg gcgggcccag gggatatttt 300 
tggtctatga cattagcagc gagcgctctt accagcacat catgaagtgg gtcagtgacg 360 
tggatgagta cgcaccagaa ggcgtccaga agatccttat tgggaataag gctgatgagg 420 
agcagaaacg gcaggtggga agagagcaag ggcagcagct ggcgaaggag tatggcatgg 4 80 
acttctatga aacaagtgcc tgcaccaacc tcaacattaa agagtcattc acgcgtctga 54 0 
cagagctggt gctgcaggcc cataggaagg agctggaagg cctccggatg cgtgccagca 600 
atgagttggc actggcagag ctggaggagg aggagggcaa acccgagggc ccagcgaact 660 
cttcgaaaac ctgctggtgc tgagtcctgt gtggggcacc ccacacgaca cccctcttcc 72 0 
ctcaggaggc ccgtgggcag acaggggagc cggggctttg ccctgctgct gtcctctcgt 780 
gtgatgaccc tattgagtat cagtagccac tactccccct gcctggccct gagagcggct 840 
ctgctgtcat ctcaagcagc ccctgtcccc agcccgtcca ccctggagtg gtcttcttca 900 
gcctgtttcc ccagccacag gcctgctacg acccccacga tgtgccgcaa gcactgtctc 960 
accatcccgc acccaccaga caacagccag ggctggagtc caggccactt tcagctgctc 102 0 
ctttctccgt gcatcgtgtc tcttctctgc tttttctctc ttcccccact tctctttctc 1080 
tgacccctcc cctccggtgc gtttcgtatc aaagctcctc aaaccccgtc ccccgtgtgt 1140 
cctgctgtgt gcagctcgct ctttccttcc ttcctaagct atccaagggg atggacccag 12 00 
gctcgtgggg aggttccacc cttggatcca ggaagaaccc tccaccctgc ctcgtgggtg 1260 
ggccaaaggc tacagggtgc ttcttcctct tcccccaccc ccactgtccc tcatgtgcca 1320 
tgggcctgcc tccccagtga cctgcgaaag tggagcatcg aggtaggagg gaaacagcaa 138 0 
ccggggagtc ctcgagcctg gggctgccct acctctaccc attccccgac cagagctttg 144 0 
cccttgcttg gctgcccgcc tgcctctttg gggaactgag ctcagaggca ggtgcttcag 1500 
agaaggaaac aaaatgaggg gtggcaggga taaaaagtca cctccattct ctacctccca 1560 
tgcagcatga acacaatttc tctccacctg gctcccaaat ttaaagatgt ggaccaaggc 1620 
ctgtgggtac tccaggggca aggagagccc tggggtcagt gacactgtca ggccaaccat 1680 
gcactccaca aaggggagca tttggaaatg aaggactagc tcctatgtat caggttaaga 1740 
gcaagggaga gctggccagg gacagcagtt tgcacagcag aggggaatgt agcaacagca 1800 
gggcctccta ggccccatct tccatttctt aggtaagaag agcatttcct cagactccca 1860 
ggcggaggac tgagcctagc cttcagcaac caaggttctc ctgggaccca aagtttatgg 1920 
gagaagggca aagacttcat gggaagagag aaggaaggcc ctgggtagaa acgcttggtg 1980 
ctgttctctt tggcctttaa gacaaagcgc tcatcttgcc ctctacctcc tgataggctt 2040 
gagggtttgc caaccacact gtggctacag gtggagggaa gaggactcct tcctccagag 2100 
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tgctatgttc aggaagtttc tttaacccca 
tttaaagacg gaacaagtaa tttaccagtt 
tgggcgaggc ctaggaagag ggtcattctt 
cagccaaaac aaagaactgg gtgttgagta 
ctcatatgtg aaggataaga acctcacttc 
accatcaaac ctttcctcct gacttaccaa 
ggacttaggg acagggtata gcttagatgg 
atcactggct aatgagaaaa ggagacagct 
agttgcttcc ttgaagatgg gactccttgg 
gctagggaag taggtgatgc cagccctcaa 
atattgggca gtggctccaa tctgtggacc 
gggtgccatt cattgtcttt ctctcctagc 
tgtaccctag gggttctgga agggaaaaca 
ctatccacaa gggccatgac tgggaaaagg 
gggtgcagct acgctcaccc taaacttttg 
tgttaagcag gctctgctgg cctgtttact 
actccatcca gccccaggca cgccacctgc 
gtgaacttcg tgtactgtgt ctcgggtcca 
ttaaacacag atgtttacaa aataaagatt 
aaaaaaaaaa aaaaaaa 



tatggcccaa gagtagctcg taggaggccc 2160 
ctactggggt tcctgcccac cgtcccaagg 222 0 
aagccacaca ttagctgcac tgcgtggctg 22 80 
ttcatcaact aagaaccaaa atccagggca 2340 
cttactcctc caaaaagaag tggggaaaga 2400 
accaggaaaa cagcaggaga gggtggctca 2460 
tggaaagcaa aggagagcag gaagttgtaa 2520 
aactctagga tgaagctgtg actaggctgg 2 580 
gtatcaagac ctatgccaca tcacactggg 2640 
gtctgtcttc agccagggac ttgagaagtt 2700 
agtatttcag ctttccctga agatcaggca 2760 
cccctcagga aagaaggact atatttgtac 2 820 
tggaatcagg attctataga ctgataggcc 2880 
tatgggagca gaaggagaat tgggatttta 2 940 
gtggcctggg gcatgtcttg aggcccagac 3000 
cgtcaccacc tctgcacctg ctgtcttgag 3 060 
tcctgagcct ccactatctc cctgtgacgg 3120 
tatatgaatt gtgagcaggg ttcatctatt 3180 
atttcaaacc accaaaaaaa aaaaaaaaaa 3240 
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<210> 3 
<211> 28770 
<212> DNA 
<213> Human 

<400> 3 

gctcaagatt gcacagctgg tgagtggtga cactgggact ggaacccaag tgtgccttac 60 
tccagagccc ttggcatgca cctgaaaccc catgtaagcc cactgtggag acgcgcacct 120 
cgaaataatg gaatccacta catcagttcc tttagctttc tgtgtaatca gagtagctag 180 
caggctcggg atttcgcccc ccggcttttt tttttttttt tttttgagac agagttttgc 240 
tcttgttgcc caggctggag tgcaatggcg caatctcggc tcaccgcaac cttcgcctct 300 
caggttcaag caattctcct gcctcagcct cccgagtagc tgggattaca ggcaccggcc 3 60 
accacgccca gctaattttt ttatattttt agtagagatg gggtttcacc atgttggcca 420 
ggctggtctt gaacttttcc cctcttatta taattcagac acttaacctg aaatatacct 480 
tttcaaatga agtaaatggg cttaccactt tccttgacct actattgaaa aatacattct 540 
ccatccaata ttcagcctga aaacaggtat gtacatatat acttttcatt gctttttttt 600 
tttttttttt gagacaaggt ctccctctgt tgcgcaggct ggagtgcagt gtcatgatct 660 
cggctcactg cagccttccc ctaatgggtt caagcaatcc tcccacctca gcctctcaag 72 0 
cctgggatta caggcgagcc accgtgccca gctaattttt ttttattttt agtagagact 780 
gggtttcact acattggcca ggctggtctc cagctcctga cctcaaagtg atctgcccgc 84 0 
ctcagcctcc caaagtactg ggattacagg catgagccaa cgcgcctagc ctttcattgc 900 
tttttaaaga cctaataggc tagactttgc tctccctcaa tactcgttgg tagggatagg 960 
caattttctc aactccggag agcattcatt tgcctctctc cggtgctaac acattcagtg 102 0 
gtaggaaact ggatcttgaa caagggccat tcattctttg gtgccactgg ctataccaca 1080 
gagaaattta ggggtctgaa acaatacatt ggtcacctgg gcacctatcc taagcacctt 1140 
agagggaaaa cggagacttg cccgcacacc tctaaaggat tttgcacttg gagatgttct 120 0 
tatggccatc tatcttttca ccctggtgga ggccgtgaat aggcattttc cccatttaaa 1260 
gaaaaaatgg ggacggggga gggccgtgac acagtcacac aggtaagggg cagccagatg 1320 
gcagggaggg ggaattccac ccacactctc ggggactcat ggagacgggt gttcgaatcc 13 8 0 
agatcctgct caaggccttc ctacctcggg tgagcccagc tgaggtacca gccactgggg 1440 
agcccggcca gatcctgcag atgcagggtg ccacggcggg cggaattacc ggcgccagac 1500 
ttggggtggg atatggggag aagtggtgag cccggaaagc ggagcacggt agaagtgggc 1560 
tgggtggggg ctcacctcaa ctcccccatt cggagcgtcc gcggaaaaac gaaaacgttc 162 0 
ccccgccccg ggcaggaagg ggttgggagg gggggctggc gccccgcccc agcgtcgcct 1680 
gctcgatggg gtcccgctct cctgcgcgcg ctccccgccc cctctctacc ggggcggcgg 174 0 
cggcggcgca ggggaagggg cgggcagggg ccgccgccgg tttctcctcc caccgcctcg 1800 
cgccagccca gccgagccga gccgagccga gcgggcgccg cgccgggctc ccgccgcagc 1860 
cgcgcttccc ggcacccagc gagcgagtgg gcaggcgggc gggcgaggca gccgcggggg 192 0 
ccgggcccgg cgtcctcctc gccgcccgca gcgtccccgg gcgggcgcgg gccgcgatgg 1980 
cagcggcgga gcagggctga gcccgctgcc cgcccgcagt tcccggcccc gctggcccca 204 0 
gtcatggcga agcagtacga tgtgctgttc cggctgctgc tgatcgggga ctccggggtg 2100 
ggcaagacct gcctgctgtg ccgcttcacc gacaacgagt tccactcctc gcacatctcc 2160 
accatcggta aggggcggtg gcccggggcg cccctccctc cccgcccgcg gcccctttcc 2220 
ccgccgcccc cgtccccagc tggggaggaa ttgccagccc ctccggctgg aggcggtggc 22 8 0 
gccggaggcc ggagtccggg ataaatctcg gggtgagcat aggttttggc aggtgagggt 234 0 
gtccctgctg cctgccgtcc ggaccagggg tggggtctcc cgcctcttgc cgggaagcct 24 00 
tccgtcccat caaaccgaga aaccgggggt gaggggagct ggtgtaggcc tgggtacccc 24 60 
gagctggggt agcaagaatc gtagccgctg gaataacacc cccacacccc cagggggagg 252 0 
ggaagtaaag cttctgctac ggaaaagggg gtcagggtgg agaccggagt cactgaggcg 258 0 
cccttggttc tgtggtgacc caaggtggag ccggcggggg gcgagggggg gaagagagga 2 64 0 
cgtacggagg ggccacaggg atcgagtttc cagggcagag ttgggaaggt aagccgcaag 2700 
gtgggacacc tgggggagga cacagatagg gtgaggagcc cctgcgcctg ggaagaggag 2760 
acatctgttc tgagggaggc taaagaggat ggaggagtgt caggaatacc tgcccagacc 2 82 0 
aaggggtcag aaggcaggca ggacccgcct gagggcatct ctcatctggc agtgctggag 2 880 
cctgtggtta gagggacaag acccggtggc atcccagaca gcactatgat ggggtcactt 2 94 0 
attctaggaa tgggtccatg gcctcccctc tgagacagtc agtctcccgc ttctaggctg 3000 
tgaggggccc cctccctgag aagtctgagt agagggaatt tcatcctcag ctgctacccg 3 060 
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ggtcagccct ggagtagcct ctgcattgcc caagcccctg gaaacacctg ctggctggct 312 0 
ggtcatccat ttggaatgct ctcctagaag tccctgctgc catcagggat gggcaccagc 3180 
tctcagcttc ctcttgagga ttcatgtcca caccatcccc cctcccccca acacacattc 3240 
cttgctgaga gagaagtagg agcagataga tacagccagg aggaacagaa ccttctggtt 3300 
aagaagccag ctttattgtc caagagacct gagacctcac tgtggggcaa agcaaccttg 3360 
aatattgcct aaacttctga gctttattta gtttctcatc tgtagaacgg gtataataat 3420 
tgcacctacc tgccaagttg ttgtcaagat taaatgagat aacgattgtt aagtgcttag 3480 
cacagccaga cacatggtga agctcgataa atgctgattg ttcttactgc tattgccatt 354 0 
atcattgagc ttttagggtc tcctctcttt gtttcaccaa cttgaagggt gaaacaacag 3 600 
gacttagggt cagggaacag aacttgtccg tctttctcag aggagctgta aggccaactc 3660 
ttaggaaacc caggagcttg ggctgagcca tggtttggat gagagacatt gcagaaagaa 3 720 
ggggagccta tagacactaa ggctttgtgc ctgccgggag gacttgggga agaggcaggt 3780 
gcaggagaaa ggcatgggcg tgatggagga agtggcagag gaaccagatg gtgtatgagg 3 840 
acaggttgtg ggctcaggga caaagggcgg tgggttatcc cttaaggaaa ctaggagtgg 3900 
ctatttttgg gagaggcctg gtgcttggaa ctactgagct atctccagag agctgtgggc 3 960 
tgcctgggag gccctggctt tggcctgaag agctgttgtt tgcacctgct ctcctagtcc 4020 
cattccaagt cctataggtg acatggactt ttccctttga gggcttcatt caaccacctc 4080 
atttcagaag ctctgggact cctgcttagt gctgtgggag gcagcctccc ctgggagaca 4140 
cataccctcc tttttgaggg cacccctctt tctaaaatac caggatggcc ctctgaggct 42 00 
cgtgctctcc ttaaagagag tccattgcct cacacctcta atcatccacc cttctccttg 4260 
tcccttcccc ttgtaatctc ccttcttaga caccttctgc taataggtga acactaaata 4320 
ggtcacaggg acttcctgaa accctccagg gcagaccact ttgggcacat aggtgaatca 43 80 
gtgaactgag taggggtgtc tctgcagcac tgtctcccct caaggccctt ggtatattgg 444 0 
cctaaaacct aaagatggct cccagatttc ttcctccgct tctgacaccc gggttcccct 4500 
ttctacagga cacagaggat tctctagggt ccccctttcc acaggacaca gaggactcta 4560 
ggagtttgga ttccatggaa tagaaagaaa cctgtctttc ttcacaccag ccttttaaaa 4620 
tctgccccac tgggtatctt aaatgctttc ttatttaaag cttattaagg gacttgggat 4680 
tctcccttat cttgggcgtg tttttcagca ttaactaaaa cttaaaggaa agagttggat 4740 
ggtcaagaaa agctttttcc ttaagtgata tggacagttt ctcaaggagg tagaaggggc 4 800 
agccaggaga caaatcaagg agccaacgaa atgagtgcta ccaagtcata gtcattcgct 4860 
tatttttaaa aaatgcgtgt cctgtatgcc aggctctgca ctgagaccga gagattccaa 4920 
gatgaataat acctacagtc actgttctca aattgtgcat tacctaaaac acattacatg 4980 
accatgctgg ccactgatcg aggcaccttt cccaggggct ttttttgtga attaagaaaa 5040 
caaggtaatt caccagttat tgccaagata gtttggcttc ttggctcatg tggatatcac 5100 
ctaggccagt acttttgtga tttactgtgt actccacttt aacggcctgc gatcttctag 5160 
agaagaaccc gccagggagc agtgagaggc ctccctggta gactgagaca ctgactgtcc 522 0 
ctccccctat ccttttcgtc tttctggcca gcagaccagc aggtggccct gccactggct 5280 
ctgccacagg catttccttt ctgtgcagct gtgctggcct ggctgggggt tggtgcgaag 5340 
gggtccccaa aatactacct taaacaaatt aattgagcat tcactaccaa gctctgtgcc 5400 
aggcatttta gagacatatt gcagtctacg ttttctgccc acagaagccc ataacctaga 5460 
tggggaggca agacaaaggg aaaaacaaaa aacaaagagc tagtgccaaa atgagatatc 552 0 
tgaaagaact tggtgaatca ctcttcaaat gtaaaggatg gattatgatc attgcagtta 5580 
ctcttaatga aggtctcaca gtgggtatca gaagctaaat tatgatgcaa gatgtaccat 5640 
gaggcagccg gagaatggcg atggatggga tgggtgagtg ctattcccac gactccatgc 5700 
tgtcggaggc tggggaagag agaggcccct gtggactaga accggcaggg aaggctgaag 5760 
ctaggcctca gtgtgggctg ctcgtcagtt cctgcagcag aagggagcag atggagtaac 5820 
atgagcagag ataacagagg tgggattgag taggtgtccg tggggctcta ggcagtttag 5880 
atgcaacaga agggattctt caggaaagtg agaagattct tctgtttctc tctctgtctc 5940 
ccaaattata agtgccttga tggtgcgacc aaatcttatt cctcattgtt tttatagtcc 60 00 
ctagtacagg gccaggcaga ttcaatgcct gttgttaaat taatgaatga atgcagggac 6060 
cagttggcag agggcattga gagcctggcc aaggaggtgg aacatgagcc ttagcaatgg 6120 
taggaggggt tttgagtagg gtactaatga ggttggctgg aagaaggggt taagacttga 6180 
agcagggaga ctagtcaggg gctgcagtag tatcctgggc atgaaggaac ctctgaatgg 6240 
cccctcaccc ccagtggtac caacaccaac ttccacacag tcagttgttc tactttccct 6300 
ccagaatggg gagtggttca agccaatcaa cctggcaact tctgaaagaa tcttatggga 6360 
cctgtgccat gaccaggtag ggagaagatg tcatacatgg acatctatgt tcaggggacc 6420 
tttgaggacc tttctgcatg gtggccagga gtgagatgat gtaaaccaca aatggaaact 64 80 
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gaagagactg ctcaggagtt gttggttttc ttttcttttc tatttttttt tttttgagac 6540 
taggtttcac tctgtcaccc agtctggagt gtggtggtgg cacaatcacg gctcactgca 6600 
gcctcgatct cctaaacgca atcctcccac ctcagcctct caagtagctg ggactacagg 6660 
tgcatgccac cacattcagc taatgtttgt acgttttgta gagatggggt ttcactatgt 672 0 
tgaccaggct ggtctcgaac tcctggactc gtgatccacc agcctcagcc ttccaaaatg 6780 
ctgggattat aggcgtgagc tacctcactc cctcaggagt tggttttctc cctcccatcc 684 0 
ttagtcttcc ctgagtagac ctgtcaccta gtccctggac cttttgtttt gaaagccacc 6900 
ctccaggcta cactccttct gggtgaggag gagggtgatc tggttggaca ggttgggctg 6960 
ctgtggcttc agggcacttt ctcaggctgg gttgctgctg ctatgtcacc tttctcaagg 702 0 
agttctgctg ggactggctt ggctgcctgt cttgactttg cttttgactg aggaggtggg 7080 
agatggtgag ggagggggtg gggct agate caagcctgga atggggtgac ctaacagaca 7140 
ctggggcctg tgcttagaca ctaggatcct ggggtttgca ggtttctaga ctgagaggag 7200 
ctgggggcaa atgcagtgtg acgttgtgag agggtcaggg ctgggtctgt gtcagccttc 7260 
aggcagectg agaccagtct ctacctactc tgttcccctg gtacctagaa aggaagggaa 7320 
ggtgagaagc aatgagcaga atggaaagag cccagattaa catgeacatt tcccatggcc 73 80 
ttactggccc tgtgaccttc agacactttg atgacatctt tgtgcttcgt ttctgeatet 7440 
gtaaattgaa gatggtaaca gagtctttct taaaggttgt tgtgaagatt atagagecta 7500 
gcgcatataa agcacttggc agagccctcg ataaaataat agetgetate atattatcat 7560 
tattattatt ttatttattt atttatttat ttttttttga gaccgagtat ctctctgtcg 7620 
cccaggctgg agtgcagtgg cacaatctcg gctcactgca acctccatct cccgggttta 7680 
agtgattctc ctgcctcagc ctcctaagta gctgggatta caggcaccca ccaccacacc 774 0 
eggctattat tattattcct agctataaga atgctgtaga gatgaataca ctgtcagtga 7800 
gctaggaggt catcctgtgt atccatcact tgtgcactca gtcgttcagg cgctatttgc 7860 
tgaacaccaa ctacatgcca ggtgccatgc taagatttgg ggacacagtg gtgaccaaaa 7920 
cagacagaaa ccaaggagct ggcttacatt ccaagggagt gcataggaag ctgtgtttca 7980 
tttcagtttc tgctctagta cccccctttc cctggcagtg ccagggtctg agaaggaaga 804 0 
gtgaggtggt gaggaggtgt gaagcagtgg ggtgacctga gaggagagga tggggtggct 8100 
ttgcctcaag gcttgggccc ctgctaggtg tcgctctgcc tcaggcctct gtttctcctc 8160 
ctgacacagg cacagactcg gcctcccacc ccttccccaa ggacatgacc ttgggaagga 82 2 0 
acatatctga agcccgcgga gggtttccgc tgctgtgcat ctgtgccaca gatcegcaga 8280 
tgcacccaca gctgggagca ccggttcctc ccgcctacct gcactccctg gtttctgttc 834 0 
cttcctcctc ctccttcctt ctccccgctc cccagacagg ctggtgatga gctttataac 8400 
atgaaagctg atatttggee attatccttc taccctgatt gccagctctt ctcagagtgc 8460 
cttcttctgt aatccaatct ttgcaccagt ttccctgtga aactgecagt tttctgtata 8520 
ggcctctgcc ctctccttgg ctcttctctc tggtcagtga gctttgtcaa ggggaacaca 8580 
gggcttcctg gaeaegtaat tcctcccact gaggaggaag gggctaatca ccagccctgt 8640 
tttattttat tttatttttt tgagatgaag tctagctctg tcgcccaggc tggagtgcaa 8700 
atggctcgat ctcggctcac tgeaacttet gtctcccggg ttcaagegat tcttctgcct 8760 
cagcctcctg agtagctggg gattacaagc atgcaccacc acacctggct aattttttgt 882 0 
gtttttagta gagatggggt ttcaccatgt tggecagget ggtctcgaac ttctgacctc 888 0 
agctgatcca cccacctcgg cctcccaaag tgctgggatt acaggagtga gccaccatgg 894 0 
ctggccgacc ccatctctta aaaaaacaaa aagaaaagaa aagaaaacaa aacaaaaaca 9000 
ctttttaaat taactgatta tggtggcatg tgcctgtagt cctaactact caggaggctg 9060 
aagtggaagg attgettgag cccaagtagt tggaggecac agtgagctgt gatcacacca 912 0 
ctgtactcca gcctgggtga cagagtgaga ccctgtctca ggaaaaaaaa aaaattactg 9180 
agaactctgt gaccatggca ccatgaacta tagaaagggc taacagttgg ctttgaaatg 924 0 
tgggttatgg ctgggtgcgg tggctcacgc ctgtaatccc agcactttgg gaggecaagg 9300 
tgggcagatc acaaggtcag gagtttgaga ccagcccggc caacatagtg aaacctcatc 9360 
tctactaaaa atacaaaaaa ttagccgggt gttgtggcag gtgcctgtaa tcctagctac 942 0 
tegggagget gaggcaggag aattgcttga acccaggagg tggaggttgc cacaagctga 9480 
gatcgcacca ctgcactcca gectgggega cagagcaaga ctccatctca aaaacaaaaa 954 0 
taaaaacaaa aaaaagtggt ttgttttctt ttctttcttt tttctttttt tttttttttt 9600 
ttttgaaaca gagtcttget ctgtcaccag gctggattgc agtggaggat ctcagcacac 9660 
tgccacctct gcctcccagg ttcaagtgat ttccctgcct cagcctccag agtagctggg 9720 
actacaggca cgcaccacca cgctgggcta agtttttgta ttttagtaca gaaggggttt 978 0 
caccatgttg gecaggatgg tctccatctc cctgacctcg tgatccgccc acctcggcct 984 0 
cccaaagtgc tgggattacg ggcatgagee accacgcccg gectaaaagt gggttatttt 9900 
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ctaattgctc ttccctgatt aaaattttct ctttgcccat cttttctcta gatatgtact 9960 
gacttcattc atccatttat tcgtctcact tgctcattca tttttgcttt catttactct 10020 
actttgttga ataatattta gtgatctacc tgctgccagg cagtgagagt ctgaagtgaa 100 80 
caggatgctg ctttgccctc tgggagctta cagtgtagct gggaaccaga catccaaaca 10140 
agcagaatat tatgcaaaag aaatgtcagg atgctttgga atcacagagg agtgagaaat 10200 
ccctcccggg gaggctggtg aaggctttga agaggaagtg acatttgagt ggagtcttga 10260 
agactaggca ggattctcca ggggccctgg gtgtggggga agcacacatc ctcttccctg 10320 
taggaggtgc tgtggagaac acctccagtg gggctgctac tcttcagcct tgctggggcc 10380 
agctggagtg gccacaccat ggtcacacca gctgaagttc aagaagcccc ttgccaggag 1044 0 
attgctttgc tggctctggg tgagggcagg tgcatctgga agcccccttc tttctaagat 105 00 
gtttgctcct gagtttctat gtcctagtct tttcttccct gaaccttttg ctaccagtca 10560 
gcacagccct gcctgagaag gaggctggag gagtgagtgg tcagtagcct ggtgggtctt 10620 
ggctgcctct gtggtgcccg ctggcctaag tagcaggctt agggaggcga gacccagttc 10680 
caggggctgc caatggggag cgagatgggg tggctggagc acactgcaca tgtcaccaag 10740 
gctctaggga ggtctgtgca caaggcagtg ggaaaagcaa ggggaagacc cagcctggtc 10800 
aacatggtga aaccccgtct ctactaaaaa tacaaaaatt agctgggtgt ggtagagcac 10860 
gcctgtagtc ccagctaact tgggagcctg aggcaggaga atcactttaa cacaggaggt 10920 
ggaggttgca gtgagccgag atcgtaccac tgtactccag cctgggtgac agagtgagac 10980 
cctgtctcaa aaaaaaaaaa aaaaaaaaaa aaaaagtggg gaaggggaac actgatcctg 11040 
attatctact ccatatactt actatgtacc tactacctac acagggacgg tgggctttac 11100 
gcatgccatt tattcagtgt atagagatct cagcatcaca taggagcagg gagttctgaa 11160 
gttggccttg ctggcatttg agaagtttct tggtgtattc ttcaggttca cgcctccaga 11220 
caagtgtaag tgctattgaa tgctgactat gttccaggaa ctaaaccaga tgctagaaga 11280 
cacgcagtaa acagtacaga tgcaggtgca catgtgaggg tccacacaag acctgagaga 11340 
agggaggggt cttgctgcag ttcccctttt gtaacaaagg agagagtact gttgaccctc 114 00 
ttcctaggaa ctgtgagttt gactgaaatg tgtcctgcca caggatcttt gctgcttcct 11460 
ctacctgatt ctttggatct ccctgctggc accttcttgt catttaggtc tcagctcaaa 11520 
tgttacctcc tttaaaatgt cttctctggc cagccagtct aaggttgctt gtgcttgggg 11580 
tctcctcact ctctacttta tcccgcagtt gcttcttatc acatatggct ctctgaaatt 11640 
aggtattcat tacttacatc tgtcttcccc actagaatta agctctgatg acaaggatct 11700 
ttctgtgctg ttcatagctt atcttctagt acctggctta gttcctggca cattgtaagc 11760 
attcaataac agtttgaatg aatgaattaa caaatgaagg aatgaatgaa tgcattttcc 11820 
tagaggactt ctgttcttcc ctgagggaag ttataggtcg tattggtttc ttgggactgt 11880 
tttttgtttg tttgttttgt tttgtttttt gagacagagt ctcactgtat cccccaggct 11940 
ggagtgcagt ggcacaatct tggctcactg caacttccgc ctcccaggtt caagcgattc 12000 
tcatgcctca gcctcccgag tagctgggga ttccaggagc ctgccaccac gaccagctaa 12060 
tttttgtatt tttagtagag acaaggtttc accatgttgg ccaggctggt cttgaactcc 12120 
tgacctcagg tgacctgcct gcctctgcct cccaaagtgc tgggattaca ggcatgagcc 12180 
accacgcccg gcctgttttt tttttttttt taagacagag tcttgcactg tctcccagac 1224 0 
tggagtgcag tggtgtgatc tcagctcatt gcagcctcaa cctcctggcc tcaggtccag 12300 
gtgatcctct tacctcagtc ttctgagtaa ctgggcccac tggtatatac caccacacct 12360 
ggctaatttt taaatttttt gcagagacat ggtctcacta tgttgccctg actgatcttg 12420 
aactccttgg gttcaagtga tcctcacacc ttggcttccc aaagtgctgg gtttacaggt 12480 
gtgagccacc atgcctgggc ttgagactgt taagatgatg aggctggagg gagtggatgg 1254 0 
cctcactgct tgagccctag agattcctta ctccagagtg ccctggctgc agaggtggcc 12600 
ctggagggtc actccagcaa cctggctgag ctgatgggca tcatctgata ccagctctga 12660 
ccctgaataa taggcaacat ggaccttagt ctaaagcact gacccctcat ctctgcatat 1272 0 
accaaagaag atgagatttg ggtgaggaca cagccaaacc atatcagctc ccgggatccc 127 80 
tgtgtgaatg gggtcttttt tggtgtttga gggctgcaca gggtgacctc tttagaggtg 12 840 
acctcctgcc acaacccaca ggaggtgcac atggcccaca catgctggtt tcctgcagtg 12900 
ggaggggctg gggcactcct gggacctgtg cttggtaact ggagctggcc tggccctggg 12960 
gattgggtgt ctgccttggg tttcaggtgt attaggttgt tcctcgttgt ggagtctcat 13020 
tactaatgaa aagttcaggt cgcactgctg gtcctttggg ctgtggttga tcctggtgat 13080 
aacatttggc acccagaggc agccctgttt ccactgaagc atgcggagct tggctggcag 13140 
gcaggcaagc tggcagctgc ccttaaccca tgaggtgctg gcccgctagt aggcacaccc 13200 
tacctgtgcc agaattgagg ttgtagccag actccaggag ccatctgggc cccacagggg 13260 
gcggcatttc ctctttttgt tgaaacattc cagccaagtg ctggcttggg cttcatctct 13320 
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ctgtcccact ctccttcctc tccccaacat aagcctcctt ctacatccta gagctctttc 13380 
cattccccct cctgcagctc tgggctcgct aatctcatgc ttccctaagg gagcttgacg 13440 
gctgcttctg ctaacattta ataaagttct gcgtgccaga ccctgtgtta tgggttttac 13500 
accttatctc acaatcttaa aaaaaaaatt ctctgagaat cctctgtcac ccccacttta 13560 
caggtgagga aactgaggca aagataggct aactggcttc cccaacacca tgcaggtaat 1362 0 
tagtgataaa ggcagggttg gaaccaaact tgacctccca attgtgctct taatggccag 13680 
gacactctgt gtcttgagcc acacttcctc catgttttct agggctttct agggaggcag 13740 
acagtgatgg gaaggggtgt tctttagtgt ggatgtgccc tgcctgctcc tttctgtaag 13800 
cgtcacagca cctccactgc tgtactgggg aggcaccaag tttttccctg tttgcccacc 13860 
caaggcgagc tagcttagga gtcacgtgag tgctgggtgt ctcgcctgct gcatccctct 1392 0 
atcctgcccc tgcccccggt gcccagagga gggccctgcc tgtcttccca gttctccaac 13980 
agcagcgctg tcccagcacc ctcgggctcc agttgtggcc tggcagctgc tggggcagac 14040 
accatacaga cagagtcaca gcaggaagag gatggggccc agggctgctg cctcaggcca 14100 
tggctgcatg gcaccatcag ttgattgagg agcttttctt gccaatgtct gaggcatcag 14160 
gtggcaggac acgtctccct gctcttaagc ctcaggcatg cagcccttct tatgctctct 1422 0 
ggggtgaggg ggagatcccc ctcatggaat tgcttttttt tttttttttt tttttttgag 142 80 
acagggtcct gctctgtcac tcaggctgga gtgcagcctc aacctcccag actcaagtga 14340 
tcctcctgcc tcagcctccc gagtagctgg gaccacaggt ggacaccatc acacctgggt 14400 
ttttttgttt tttgtttttt gttttctaga gatggggtct cactttcttg ctcagtctgg 14460 
tctcgaactc ctgggcgcaa gcagtcctcc cacctcgtct tcccaaagtg tttggattac 14520 
aggtgtgagc cactgtgctt ggccttttta tttatttaga atttgttttg gaattgcttc 14580 
tttatgcctg gcactatgct ggcactatgt ggcagagatt ttaaaaacga gcaaacaaaa 14 640 
caaatgcttt gtcaaccaca aaatgtattc tctgcccctt aggttctttt tgtgtagttg 14700 
aggctagaag acaaaaatag ggggcagtaa ggagcaggga gcgatggttt aggaggtctt 14760 
ccttccagcc cccttgttga agcatctggc tcactagctt gggggagcca ttaggcagca 14 820 
gtggccaatc ctgaggcact ctcaggtgtc actaagaaaa ggggcatgtg ctctatggat 14880 
acccatgggc tgaacttgga gtctggtctg gacccatggc tgtgctagga tccaccgtcc 14 940 
ccagccccaa ctgcagtcag catgttcatc atccttaggc ctctccgctt ctttctgcat 15000 
gtttgtctgc ctcatgccct gctcattacc aactggtcag tccccactgc cctgcctgga 15060 
gtgagctggt ttgattggct tagctaagct cccttgcctc tgctggccag gtcaccctgt 15120 
gggtcaccag caaacctgtt gatggtccag tctgaacctg cttctccaca aagaacatgt 15180 
tgcacccagc cctgcttctc tgagcagagg tttggggctg agctgttcta gccagaaagg 15240 
gacacagggt gtggcaggca ccatgatggg catatctaat gtgccgggaa aaacaatgag 153 00 
ctgctctccg tgctttgggc acctggttgg gagagggccc atctgtctga ctttctcctc 15360 
ctggggctct cagcgtctcc gagaacctct gccagagctg tgtagaagtg gtttgcttgt 1542 0 
ttcttaacac ttctgtgccc tatttctttc tgtacccaag aaaggaagta gactgttttg 154 80 
tagggacact gtcggggtga tgaatctgga cttactggaa tcatgaacca tgccaaggag 15540 
gaaggagaaa ataggctatg gtgggtgtct tagttagggc tggctgctgt aacaaaatgc 15600 
ctttagctga gtaatttaaa gcaagagaaa tgtattgctc agagtttggg aggctgggaa 15 660 
gtccaagatc agggtgccag cagattcagt gtctggtgaa ggctgatgct ctgtgacaaa 15720 
ggtggcacct tctagctcca tcctcacatg gcagaagagg gaacaagctc cctcagacct 15780 
cttttctaag ggcgttagtc ccatgcatga gggctctaac atcacgactg agtcacctcc 15840 
caaagccctc acctcccacc agcactgcac tggggattaa gtttcaatat gggaattttg 15 900 
gaggaacaca gaccttcaga ccacagcagc gggcttctcc tcatgtgccc cctgcctcac 15960 
ttctagatgc cgcataatgt cagtgaaacc ccgtctctac taaaaataca aaaaattagc 16020 
tgggtgtggt ggcacgtgcc tgtaatccca gctacttggg aggctgaggc aggagaatcg 16080 
cttgaaccca ggaggcagag gttgcagtga cctgagatcg tgccactgca ctccagcctg 16140 
ggcgacagag gaagactccg tcaagaaaaa agagaaaagg catcaggtat gccagggtgt 162 00 
gcgggaaaag gcatcgggta tgccagggcg tgtgggaaaa ggcatcgggt atgccagggt 16260 
gtgtgggaaa aggcatcggg tatgccaggg catgtgggaa aaggtggtaa gattcctcag 16320 
cctcccaggg ttgggaagcc tctggccgag tgaagcatac cctgggtggg ttttaagaca 163 80 
ccagctttcc agtccagctc agctgtggga tgtgggaaca tgagtcagtg ggaacatgag 16440 
aattggcttc cctgtggctc acaataatac ctactcctgc ctacttcatg ggacccgcat 16500 
aagagctgag ggattccata gctcaggggt atgctgtaaa gacaagcact atgcacctgg 16560 
gtgtggttct gaaactttct tgtgcagaag agtgagtagg gctgggcgag tcctgagaat 16620 
gtgcatttct cacacacctc tgatgctgct gatgctctag tcccttggct ggcaagggta 16680 
cctggttagt aggggccagg actctgtaat gccttccact tcagggttct ctgggctggt 1674 0 
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tttcctgact ccccaggaag cctttattca gcagagggaa ggtaggagtg agaggactac 16800 
gctgtcagtg cttcacatac atcgtttaat ttatcccagc acagccctta ggagggaagc 16860 
agtattctcc ttctacactt aagaaaatcg gcctggtgcg gaggctcatg cctataatcc 1692 0 
cagcactgtg ggaagctgag gcgggaggat cgctggagcc caggagttca agactagtct 16980 
aggcaataca gggagacctc atctctacaa aaaaaaaaaa aattagctgg gcatggtggt 1704 0 
gcacacttgc agtcccagct acctacccag aggctgagct gggaggattg cttgagtcct 17100 
ggaggatcga ggctgcagtg agctatgatt gctccactac actccatccc tggcaacaga 17160 
gtgagactcc atcccaaaaa aaaaaaaaaa ttgaagctag gagaagttga gacttgcctg 1722 0 
aagttacaca gtaagtgcca gaaccaggac ttggaccagg tctttctgac tccaggccaa 172 80 
tggatgtttc ttccatgaca tatatagctc ttgaaactac ttctatctaa tatcacccac 17340 
agtgctgtta aaaatacaga tttctgggcc tcaccctcaa attatgattc agtaggtcta 17400 
ggcacgtcaa ggtcattgtt tttgtctttg ttttaagtca ccccaggtga ttctaaagcc 17460 
gaagctctgc aaagcacacc ttgagaaaca gagaactctt gtgctctcgc tctcttgaca 17520 
cttcaggtgc aaaacttttg tcctaatgtc gttctcaaac ttacgcatgt gtgagaatca 17580 
ctgtgagagc ttattgaaac tgattgcggg accccatacc tagagggcct gattctatag 17640 
gtctgaggta aggcccaaga atttgcatat ttgcatttcg ttttcttttc ctttcttttc 17700 
tttttttttt tttttgagat gaagtctcac cctgtcgccc agactggagt gcagtggcat 17760 
gatctcagct cactgcagcc tctgcctcct gggttaaagc gattctcccc acaccccaga 17820 
cccgctcctg agtagctggg attacaggtg cccgccacca tgactagcta acgtttgtat 17 880 
ttttagtaga gacgggggtt tcaccatgtt ggccaggctg gtctcaaact cctgacctca 17940 
ggtgatccac tcacctcagc ctcccaaggt cttgggatta ctggtgtgag ccaccgcgtg 18000 
cggccagaat ttgcatttct aacaagtccc aggtgatgct gatgctgtgg gtccagggac 18060 
acactttgag aacagcttgt tactcaggcg atatgtggac agtagcgtca tcttcacctg 18120 
ggagcttcct gcagcatctc aggccttgcc ctacacctac cagatcagaa tctgcatttt 18180 
aactcaatcc ccgcgtgatt ctcatgcacc tggaagtttg agaaatatga ccttagagga 1824 0 
gccggaatgt gaaaccactg gaggcagaga tagatggaga atatctcttc ttctcacgga 18300 
tactaaagat gcaacaaaaa gggctgactc tctgggtgtg cacccaggtg gggctgatga 18360 
ccgaaaagag gccagatgtg gacagaggac tcttccctga gggaaggcag agagaactta 18420 
ggaaaatctg aagaaaggag gtggcttcag aggaaaggca ttcatctggg ccataaaaca 18480 
gtggagaagg tatcctgctg agagcacagg ggtggggagg gggtgccctg gagctgaagt 1854 0 
cttcagtggg gggacagtga taggtgaaca cacatgtgaa taaacagttt gctaagcagc 18600 
tgcgagggct ggccaaggtg agaaagcatc cgtctgcaga ggcctcaata aggccagtgt 18660 
gttgactttg tcctgcagtg ctcagcagtg gaaaaaacca acagccacgc agggagaggg 1872 0 
aaggagccac gatgggcacg ggttactggg gccagggctt gactggtagg tggacacagc 18780 
tgaaggccca ggttgtgtgg gaacagagcg cagaagcaat agattcctct tgaagatcct 18840 
tgggctgtta acctttttta aatttaagag aggttgtgtg ggcggggagg gaggaaggaa 18900 
aatccttcag aagacataga cttactctgt ttcttccatc atatgtgaat gcatatgaat 18960 
agccaaaagg tgaataaaac acatgttccc aggtggccag tgagacctag gttgcaagat 1902 0 
ggtggggtgt gtgtgaggcc ggggagtgct gcgagccccg gaattcctca gccttagtcc 19080 
cccgccacat agctaagaag tgagggagga ggtgagaagg agtcactgcc cagcctcact 19140 
tccggtggag taccctgtct ccttgtcagt tctgtctctg gggacagttg cctgctttca 19200 
cctctccctc catcccctct tctctcacag ggaaaaattc accttaatat tggaagttcc 19260 
tctcctagca aagtccttct caggcaccca caggcaaaaa ggaaactaag cagagttagg 1932 0 
gcttccaggc ctagccaact acacgactct cctcttgctt ccctaagaac cagcgcaagg 193 80 
ggcagcgtgg gttccagcat agatggacct gtgttggaat ctctgcacgt gctgtgctga 19440 
ccctggctag ccattgacct ctctgagccc ttgtttcctt tccactaggc tctctgaggg 19500 
caggggccat gtctttttca ctgctctgtc tgcactgagc actgtgcagg gcacatagga 19560 
agttcccata aatgtttgtg ggataaagga aataaaacct tctctcttcc tgtccccctt 19620 
gtgatggctt tgcacaaggc actgtccttg gccaggtttg ctaggctagt gtgaggataa 19680 
accaggtata ttacaaattg gagaaaattt ctcgttcttc ttggaagaag gtgctgtatc 19740 
atgaaacaag aatgtcttga ttcccttcta tgccaggtac tggggagaaa caggtgcctg 19800 
ataaccgttg atccaggcag aaataagcat actcctgctt cccaaggcct gatgcttctc 19860 
tccttcctcc cttcctccct ccttctcttc actctttctc tgcacacatg gaagaatggc 19920 
tgccaggcat tgcccatttg gaaaagtaca gctcaatgga tatgaatcag cttgggcagg 19980 
cgagaaatga ttcacgtctg accaaatcga tttagttcag gttgcccgtt ctgcatcttt 20040 
tttcccttgt aattaaatga tgattggtct tgatggtggg aaggaagaga cagaatttaa 20100 
tttgtttgcc tttgtagaaa gctggggaca gcacagataa gggaagatgt ctcccatttg 2 0160 



62 



CL001188 



gcaaataact gatgcggagg tggagtggca gtggtgatgg ggatgctggt gccttcaggc 2 022 0 
cttctgggcc gggcagtgca gctggtggca gacggttcgg aactctacca tgttcccatc 20280 
tgaaaactgt ggctgatcat gcccactcct gaccttgctc cagggagtac acaaagacgt 20340 
aagcttaatt aacccaccag acgtagctct tgaatccctg ggcatagtgc ctgggtatag 20400 
ttagagttgg ggagaggcat ggtcagcaaa acaacctccc tcatctctct gttgtcactc 20460 
agagtcaagc tggctgctgc tggtggtgct gacttctctt gctgcagatt tctccaatat 20520 
gtttctgccc tgcacgcatt tgccaaatcc cttcggtttc ttgtgtctcg tggcagctta 20580 
gctcctccag cccttggatg aagaagcgtg ggaactcttt gcttcctttc cctcccgcag 20640 
tgacatgcca tgccatgcca ctgcctcttc atctggtcct atgacagtca ctcataagca 20700 
cccgcatgta cccggccctg cactagctca tgacagctgc agtcaattgg gccaggtgct 20760 
gtatctcatc cggcctcctc agcaaccctc tgagatactg gtaatgtccc tgatgaagat 20820 
atttactgag gcagaaatgg acgctcagtg aagcaaggtg cctgatgtta tagcaatgag 2 0880 
ctatgagtgg ccagagggag gagataagct caggcctgac accaaagccc atgctccttc 2 0940 
tagtcaacca cagtgcctcc tatggtgaat gagtgagtca gcaaccaaga cgcatgaggc 21000 
cttctttttg gtgagccttg gctgggtgct gaggcttcag gtacaatcat gggttggaag 21060 
agccctcctc tctctccaca gtctggcact atgacccctt ctggttatta acaaggcaaa 21120 
gagagagagg gaagaaagca ggcaaataat gtgggttgct attcctagag attagaattt 21180 
caggaaggat aaacacagcg ttctctccag aagtataaat aggaagactt cacacatgac 21240 
tagaacgaga catgttttaa gtctgtcgag taaggcagtg atgaagtaga tttccccaga 21300 
ttcactctcc ctcctctggg tcccccaggg cctttacttg tggcaacttt cagctcaggg 21360 
agggaggaaa gcccctttca aagcttcaga tacttcctta aggtcagttt ctgcttaaag 21420 
aaggccttta cattacttca tccctttgcc aaattaaact gaaaggaaac ctttcaagtg 21480 
tgattgcctg gccctttcct gttcatttct cgtgggtacg ctttctaact ttctttcttt 21540 
cttcctttct tcaggtgttg actttaagat gaagaccata gaggtagacg gcatcaaagt 21600 
gcggatacag atctggtgag ctggggagga ggaggaggca gatgtaggag aagaggactt 21660 
ctggctgctc cttagctgcc cctgccatgt gtaaaattcc taggcttcac ctgggataac 21720 
tggccacctc tctgatggat ggaagcgaag tctcagaagc ccatctcttc ctataagcct 21780 
taatctccaa cctctaagaa actttagggg attgactaca agcaccaaag ggcaggaatt 21840 
agaaggaact ggcacactaa ccattgtgaa tttatctcag gattaggctt tgcccttggg 21900 
ctgtgccaca ctatgttaag attggaagga aggaggctac accccccatc atttagggcg 21960 
agaccctgag agagttcctc aggatagcat gatgaagttt ccacagtagc agagggtgct 22 02 0 
gctgtggctc tctgcctgag gtcttggaag cactgccttt gccagggttt agagctccct 22 080 
ctcaattcca cagcagtatg ggcactgcct tcagaggtcc catagggact aggggtgtag 22140 
cagcatcccc tgccaactcc catccaacca aatctggcca cagtggccag attccagaga 22200 
gctgtccaag gcctgttctg gctgtggctt ctggtttctg ccaggagggc agttggcagg 22260 
aggggccaag gccctgcagg cctggtcagc accagcacag atgaccaggc ctctgactgc 22320 
agatccctgt ggggatccaa gcatccctgg tttttcaccc tttagctccc cagtttttcc 22380 
tacaagggga cagctctgct cttcccctcc ccgtctgttc ccatggtccc tgctcctctg 22440 
agggactggc tttctcctgc agggacactg cagggcagga gagataccag accatcacaa 22500 
agcagtacta tcggcgggcc caggtaagcc accacattgg gggtttcaaa gtgggaagct 22560 
gccacccaca ctcccagctc tgggtatttg agatgtctgt gccacggatc ccctaaatac 22620 
agttcgcctg cttggaggag cgcagggcgt ctttcagctg ttcactgatc atttgtccgt 22680 
ccattgttca tggcccactc actgcaggca ggcccctgcc ctcacccctg acttccaccc 22 74 0 
tccatcctgg gtcaaagatc caggtcaaag catgtggtgt cttcctgctg tagagagttc 22800 
tgtgatgggc ctgggaggcg gcagtggtgg ggtctgagag aagagatatt tctggatgct 22860 
gagcagggag aatgggagag tgggacccaa cctttaagtt tccacggccc cttctggccc 2 2920 
catgactgca ctctctctgt gcatatcaca tctctctatt tctctctctc tcaggggata 22980 
tttttggtct atgacattag cagcgagcgc tcttaccagc acatcatgaa gtgggtcagt 23040 
gacgtggatg aggtaggaga tgccacctca ctgccggggt gtggagaggg tgcctcaccg 2310 0 
gggaaggcaa ggcgagggcc agatgggaag gcaaatgctt ccaggaagct ttgccttcca 23160 
cagccctgga tgaagacctc tgggtgagta agacatgggg aagaaaccga agctgccatg 23220 
ccctcactct ctataccctg ccaggcctcc acggctgtgt ctttcccgga aatgaattag 232 80 
ttccaagtct tccctgtgag cagcttcttt cctgaaatct tgggaccagg tggagttgca 23340 
agattgggat ctagtcctgg ctctgcacaa tagctgtgga gccttgggaa gccatttgaa 2340 0 
tcctctgggt ccccagttcc tgtagaatga gggctggact tacatccaat gtcctttcca 23460 
gctctgatac cagtggtcta acccaaggaa gcaccagtct tagccagagt gtcttctacc 23520 
ctaagctctc cccgtgatac ccttgaggtc agccatggca cttgggggag cctggcacct 23580 
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gcatccagtc ggcccaccct gtccctaggg ctctggaatt ggtggtgggc tggaggcagt 
gcagactctg tagggaaaat tgggggggca ggcagcactc actggctgtt ctgcccatcc 23700 
tttgtcccta gtacgcacca gaaggcgtcc agaagatcct tattgggaat aaggctgatg 23760 
aggagcagaa acggcaggtg ggaagagagc aagggcagca ggtaagtgga gggaaaaggc 23820 
aagtccaccc caggtcctct gctgggcctc cagggccagt cctgagcgtg gggacctagg 23 8 80 
ggtgtgttcc ccagtggcag gtcctcccac acgtccccag caccccaagg ccctggggga 23 940 
gtggccatcc tcggaaggct tgttgtctgg gtttcaggac agaagcccag agattcgggg 24000 
tccatccaga aacaaagacg tcataggcag caactctccc aagtccaggt ccccaaatgc 24060 
aggattgccc tctgcttaag agatcatccc cgtgttagta atgaaggact tcaagttgtc 24120 
aacctcttct ctgacagcat ccaggcctag ctgccatgtt acggtcgaga aatgatctcc 24180 
catcccaccc aacactcccc cactcctgtc cttcttaccc aggaaagagc cagggaggca 24240 
aatgaggaga caaagagcca cagctggaga agccatgggg gcagaaaggg taggaggatg 24300 
acgctgaggg aatgtccaag catgcaggga gaccatcctc ccagagagca gaaagaaata 24360 
ttggttattt tttttttctt tctttctttt tttttttttt tttgagatgg agtctcgctc 24420 
tgtcacccag gctagagtgc agtggcgcca tctcggctca ctgcaacctc tgcctcctga 244 80 
gttcaagcaa ttcttctgcc tcagcctccc aagtagctga gattacaggt gcatgccacc 24540 
acgcctggct aatttttttg tatttttagt agagatgggg ttttgccata ttggccaggc 24600 
cggtctcgaa ctcctaacct caggtgatcc acctgcctca gtctcccaaa gtgctgggat 24660 
tacaggcgtg agccactgtg cccagccaag attggtattt ctgagataag ttatccactc 24720 
agtccgtgga cctcaagagt tttcctctcc cttttcagtc aatagcgttc cattagtact 24780 
taaaatgaaa ttgattgttt ggtataaaat ataagacatg gtcattgacc aatttgaaag 24 840 
tagaggcaaa gcctactagg atagtattta ttgagcactc tatgtgtggc actgtgctaa 24900 
ggcaagcgct tttaagtgca cgaccccact gaatcatccc acaaccatgg atgggagaca 24 960 
cactcagtct cctttaacag aagataaagc tggggcttac agagaatgta caacttgtcc 2 502 0 
aaggtcacac agctagccat cagtggcagt gctgctattc aggtctggga ctgtgggact 25080 
ccagagccca tgttttttac gaggatgcca tactgccaca atggatggtg tctttatctc 25140 
ctgatatatg attgtgtgtt gggaggcgtg gggtggcagc tggaagaatg gagaggcata 25200 
tttgtggagg atcttccccc attctctgct accctctctt ggagctccca gtcccatctg 25260 
agaaattatc tactctgaga aatcgtcaca acacagcatg gttgtgagtg cagtggcaga 2 532 0 
agcctgtgcc tggttgtatg ggcccctccc ctgccttact gactctcttt cagaaatgtc 25380 
cttctcttgc agctggcgaa ggagtatggc atggacttct atgaaacaag tgcctgcacc 25440 
aacctcaaca ttaaagaggt gagagccctg gtgaccaggc gcccgctctc tcgggctgag 25500 
tccagcagag gtgggaggag gagccataag atggacctta tccctcaggc cgctgcaggg 25560 
ttgccagggg agaggaggag acactggact aacctgtgcc ctttggtttc cagtcattca 25620 
cgcgtctgac agagctggtg ctgcaggccc ataggaagga gctggaaggc ctccggatgc 25680 
gtgccagcaa tgagttggca ctggcagagc tggaggagga ggagggcaaa cccgagggcc 25740 
cagcgaactc ttcgaaaacc tgctggtgct gagtcctgtg tggggcaccc cacacgacac 25800 
ccctcttccc tcaggaggcc cgtgggcaga caggggagcc ggggctttgc cctgctgctg 25860 
tcctctcgtg tgatgaccct attgagtatc agtagccact actccccctg cctggccctg 25920 
agagcggctc tgctgtcatc tcaagcagcc cctgtcccca gcccgtccac cctggagtgg 25980 
tcttcttcag cctgtttccc cagccacagg cctgctacga cccccacgat gtgccgcaag 2604 0 
cactgtctca ccatcccgca cccaccagac aacagccagg gctggagtcc aggccacttt 26100 
cagctgctcc tttctccgtg catcgtgtct cttctctgct ttttctctct tcccccactt 26160 
ctctttctct gacccctccc ctccggtgcg tttcgtatca aagctcctca aaccccgtcc 26220 
cccgtgtgtc ctgctgtgtg cagctcgctc tttccttcct tcctaagcta tccaagggga 26280 
tggacccagg ctcgtgggga ggttccaccc ttggatccag gaagaaccct ccaccctgcc 2634 0 
tcgtgggtgg gccaaaggct acagggtgct tcttcctctt cccccacccc cactgtccct 26400 
catgtgccat gggcctgcct ccccagtgac ctgcgaaagt ggagcatcga ggtaggaggg 264 60 
aaacggcaac cagggagtcc tcgagcctgg ggctgcccta cctctaccca ttccccgacc 2652 0 
agagctttgc ccttgcttgg ctgcccgcct gcctctttgg ggaactgagc tcagaggcag 26580 
gtgcttcaga gaaggaaaca aaatgagggg tggcagggat aaaaagtcac ctccattctc 2664 0 
tacctcccat gcagcatgaa cacaatttct ctccacctgg ctcccaaatt taaagatgtg 26700 
gaccaaggcc tgtgggtact ccaggggcaa ggagagccct ggggtcagtg acactgtcag 26760 
gccaaccatg cactccacaa aggggagcat ttggaaatga aggactagct cctatgtatc 26820 
aggttaagag caagggagag ctggccaggg acagcagttt gcacagcaga ggggaatgta 26880 
gcaacagcag ggcctcctag gccccatctt ccatttctta ggtaagaaga gcatttcctc 26940 
agactcccag gcggaggact gagcctagcc ttcagcaacc aaggttctcc tgggacccaa 27000 
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agtttatggg agaagggcaa agacttcatg ggaagagaga aggaaggccc tgggtagaaa 27060 
cgcttggtgc tgttctcttt ggcctttaag acaaagcgct catcttgccc tctacctcct 27120 
gataggcttg agggtttgcc aaccacactg tggctacagg tggagggaag aggactcctt 27180 
cctccagagt gctatgttca ggaagtttct ttaaccccat atggcccaag agtagctcgt 27240 
aggaggccct ttaaagacgg aacaagtaat ttaccagttc tactggggtt cctgcccacc 27300 
gtcccaaggt gggcgaggcc taggaagagg gtcattctta agccacacat tagctgcact 27360 
gcgtggctgc agccaaaaca aagaactggg tgttgagtat tcatcaacta agaaccaaaa 2742 0 
tccagggcac tcatatgtga aggataagaa cctcacttcc ttactcctcc aaaaagaagt 27480 
ggggaaagaa ccatcaaacc tttcctcctg acttaccaaa ccaggaaaac agcaggagag 2754 0 
ggtggctcag gacttaggga cagggtatag cttagatggt ggaaagcaaa ggagagcagg 27600 
aagttgtaaa tcactggcta atgagaaaag gagacagcta actctaggat gaagctgtga 27660 
ctaggctgga gttgcttcct tgaagatggg actccttggg tatcaagacc tatgccacat 27720 
cacactgggg ctagggaagt aggtgatgcc agccctcaag tctgtcttca gccagggact 27780 
tgagaagtta tattgggcag tggctccaat ctgtggacca gtatttcagc tttccctgaa 2784 0 
gatcaggcag ggtgccattc attgtctttc tctcctagcc ccctcaggaa agaaggacta 27900 
tatttgtact gtaccctagg ggttctggaa gggaaaacat ggaatcagga ttctatagac 27960 
tgataggccc tatccacaag ggccatgact gggaaaaggt atgggagcag aaggagaatt 28020 
gggattttag ggtgcagcta cgctcaccct aaacttttgg tggcctgggg catgtcttga 28080 
ggcccagact gttaaccagg ctctgctggc ctgtttactc gtcaccacct ctgcacctgc 2 814 0 
tgtcttgaga ctccatccag ccccaggcac gccacctgct cctgagcctc cactatctcc 28200 
ctgtgacggg tgaacttcgt gtactgtgtc tcgggtccat atatgaattg tgagcagggt 2 8260 
tcatctattt taaacacaga tgtttacaaa ataaagatta tttcaaacca ccggtgtggc 28320 
tgcctggatg agtccttggg ggtaggtctc actcagaccc tggcagtgat gtgggaggga 28380 
gagaggcagt gctggtagaa gcagctccag aagcaaaggc aacagcagta gagtgaccac 2 844 0 
ggaagcggca aacattgtct tcccttctct accttcccta gtgccacctg cagggaggcc 28500 
caaagcaaag ccccgttgcc ctgcattggg ctggcactgc agaaataaga tgaaacacag 28560 
ttatcgagag gatgctgaac atctatgagc aggttttaaa gccaagatga gtctcatctg 2 8 620 
tttgtgtggg tcaggaacgg gtcttcctga aggcatgagg tgggactgga taatctttca 28680 
gatttgtgat tggatacctc gggggagcag aggcagactg ggatctcagg actgcaggta 28740 
tttcatactt tgggatatgg aattgatgga 2 877 0 
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